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Long-term exposure to the sun UV-radiation is the leading cause for the 
development of skin cancer. Keratinocyte-derived cutaneous squamous cell 
carcinoma (cSCC) is the most common metastatic skin cancer and its incidence is 
increasing globally. Although the most frequent mutational targets in cSCC 
development have been characterized, a comprehensive understanding of the 
molecular events in cSCC pathogenesis remains incomplete. 
There is an obvious need for clinically useful prognostic biomarkers and 
therapeutic targets for recurrent and metastatic cSCCs. Long non-coding RNAs 
(lncRNAs) are a largely uncharacterized group of regulatory RNAs involved in 
various biological processes and their role in cancer progression is emerging. 
However, their role in cSCC is largely unknown. The main objective of this thesis 
was to investigate lncRNAs in order to identify new biomarkers for progression of 
cSCC and characterize novel therapeutic targets for recurrent and metastatic cSCC. 
In this study two tumorigenic lncRNAs in cSCC were identified, and based on 
their expression and function and with the permission of the HUGO Gene 
Nomenclature Committee they were named PICSAR and PRECSIT. They are 
specifically upregulated in cSCC cells in culture and in vivo and they contribute to 
cSCC progression by distinct mechanisms. PICSAR promotes cSCC cell growth by 
activating ERK1/2 via suppression of DUSP6 expression. Furthermore, PICSAR 
regulates adhesion and migration of cSCC cells by regulating integrin expression. 
PRECSIT expression in cSCC cells was shown to be regulated by the p53 pathway. 
Additionally, PRECSIT was found to regulate invasion of cSCC cells by regulating 
STAT3 signaling and expression of MMP-1, MMP-13, MMP-13, and MMP-10. 
In conclusion, lncRNAs PICSAR and PRECSIT may serve as novel biomarkers 
and putative therapeutic targets in cSCC.   
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Jatkuva altistuminen auringon UV-säteilylle on suurin syy ihon levyepiteelisyövän 
(cutaneous squamous cell carcinoma, cSCC) kehittymiseen. Se on yleisin 
metastaattinen ihosyöpä maailmanlaajuisesti ja syöpätapausten määrä on kasvussa. 
Useita cSCC:n kehittymiseen liittyviä DNA-mutaatioita on tunnistettu, mutta 
kokonaisvaltainen käsitys syövän kehittymisen aikana tapahtuvista molekulaarisista 
muutoksista on yhä selvittämättä. 
Uusia merkkiaineita tarvitaan, jotta voitaisiin paremmin tunnistaa kehittyykö 
varhaisen vaiheen syöpä aggressiiviseksi metastasoivaksi syöväksi. Pitkät ei-
koodaavat RNA:t (long non-coding RNA, lncRNA) ovat varsin tuntematon ryhmä 
molekyylejä, joiden merkitystä syövässä on tutkittu laajalti, mutta niiden yhteyttä 
cSCC:hen ei juurikaan tunneta. Tämän väitöskirjatyön tavoitteena oli löytää ja 
karakterisoida lncRNA:ita, joita voitaisiin käyttää merkkiaineina nopeasti etenevän 
tai leviävän cSCC:n havaitsemisessa sekä uusien hoitomuotojen kehittämisessä. 
Tässä työssä havaittiin kaksi lncRNA:ta, jotka liittyvät cSCC:n kehittymiseen. 
Tutkimustulosten perusteella sekä ihmisen perimän kansainvälistä kartoitus- ja 
sekvensointihanketta johtavan organisaation nimeämiskomitean luvalla ne 
nimettiin PICSAR:iksi ja PRECSIT:iksi. Niiden ilmentyminen on koholla cSCC:ssä 
ja ne vaikuttavat cSCC:n kehittymiseen eri mekanismeilla. PICSAR edistää syövän 
kasvua aktivoimalla ERK1/2 kinaasia DUSP6:n kautta. Lisäksi se säätelee solujen 
kiinnittymistä ja liikkumista vaikuttamalla integriini-solureseptorien ilmenty-
miseen. PRECSIT:in ilmentymistä säädellään p53-signalointireitin kautta. PRECSIT 
säätelee cSCC-solujen invaasiota STAT3-signalointireitin välityksellä vaikuttamalla 
MMP-1, MMP-3, MMP-10 ja MMP-13 geenien ilmentymiseen.  
PICSAR ja PRECSIT voisivat toimia uusina merkkiaineina syövän diagnos-
tiikassa ja uusien hoitomuotojen kehittämisessä cSCC:lle. 
AVAINSANAT: ihon levyepiteelisyöpä, pitkä ei-koodaava RNA 
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AK Actinic keratosis     
BCC Basal cell carcinoma  
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cSCC Cutaneous squamous cell carcinoma  
cSCCIS Cutaneous squamous cell carcinoma in situ  
DMBA 9,10-dimethyl-1,2-benzanthracene 
dsRNA Double-stranded RNA 
DUSP Dual-specificity phosphatase 
EGFR Epidermal growth factor receptor 
EMT Epithelial-mesenchymal-transition 
ENCODE Encyclopedia of DNA Elements 
ERK1/2 Extracellular signal-regulated kinase 1/2  
FGFR3 Fibroblast growth factor receptor 3 
FFPE Formalin fixed paraffin embedded  
GAPDH Glyceraldehyde-3-phosphate dehydrogenase  
GENCODE Encyclopædia of genes and gene variants 
gRNA Guide RNA 
HaCaT Non-tumorigenic, spontaneously immortalized human keratinocyte 
cell line 
HE Hematoxylin and eosin 
HGNC The gene nomenclature committee of the human genome 
organization 
HGP The Human Genome Project 
HNSCC Head and neck squamous cell carcinoma 
IHC Immunohistochemistry 
lncRNA Long non-coding RNA 
lincRNA Long intergenic non-coding RNA 
MAPK Mitogen activated protein kinase 
miRNA Micro-RNA 
mRNA Messenger RNA 
MMP Matrix metalloproteinase  
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NAT Natural antisense transcript 
NHEK Normal human epidermal keratinocytes  
ncRNA Non-coding RNA 
NMSC Non-melanoma skin cancer 
ORF Open reading frame 
PICSAR p38 inhibited cutaneous squamous cell carcinoma associated lincRNA 
piRNA Piwi-interacting RNA 
PI3K Phosphoinositide 3-kinase 
PRECSIT p53-regulated carcinoma-associated STAT3 activating long intergenic 
non-protein coding transcript 
pri-miRNA Precursor miRNA 
qRT-PCR Quantitative real-time polymerase chain reaction 
RISC RNA-induced gene silencing complex 
RNA Ribonucleic acid 
RNA-ISH RNA in situ hybridization 
RNA-seq RNA sequencing 
RNA Pol RNA polymerase 
RNP Ribonucleoprotein 
rRNA Ribosomal RNA 
RTK Receptor tyrosine kinase  
SCID Severe combined immunodeficiency  
SK Seborrheic keratosis 
scaRNA Small Cajal-body specific RNA 
siRNA Small interfering RNA  
snRNA Small nuclear RNA 
snoRNA Small nucleolar RNA 
SNP Single-nucleotide polymorphism 
SRP RNA Signal recognition particle RNA 
STAT3 Signal transducer and activator of transcription 3 
TERT Telomerase reverse transcriptase 
TPA Tetradecanoyl-phorbol acetate 
tRNA Transfer RNA 
tsncRNA tRNA-derived small non-coding RNA 
UT-SCC Human cutaneous squamous cell carcinoma cell line  
UV Ultraviolet   
vRNA Vault RNA 
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Long-term exposure to solar UV-radiation is the leading cause for the development 
of skin cancer. Keratinocyte-derived cutaneous squamous cell carcinoma (cSCC) is 
the most common metastatic skin cancer and its incidence is increasing globally. 
Primary cSCC arises as a result of malignant transformation of epidermal 
keratinocytes, which primarily occurs due to accumulation of genomic mutations 
after chronic exposure to UV-light. Tumor-suppressor p53 is an important factor in 
protecting the genomic integrity and it is one of the most frequent targets for 
mutational inactivation in keratinocytes. Mutationally inactivated p53 can be 
detected already in actinic keratosis (AK), a potentially malignant skin lesion and the 
first step in cSCC carcinogenesis. However, it is difficult to distinguish which of these 
lesions have the potential to progress to invasive cSCC. Most often primary cSCCs 
can be surgically removed but they harbor a tendency for recurrence and there is a 
poor prognosis for advanced and metastatic cSCCs. 
The mutational background of protein-coding genes in cSCC is generally well 
described, but the role of non-coding RNAs (ncRNA) is largely unknown. In 
addition to the gene regulation by microRNAs (miRNAs) there are several other 
types of functional ncRNAs most likely to be involved in cSCC progression. Long 
non-coding RNAs (lncRNAs) have emerged as important regulatory molecules in 
normal cells, for instance in development and immune response, and there is 
increasing evidence for the role of lncRNAs in human diseases. LncRNAs can 
contribute to the pathogenesis of cancers by mediating the expression of tumor-
promoting or -suppressing genes, and the extracellulary delivered lncRNAs can 
affect gene expression of cells in the surrounding microenvironment.   
The strictly regulated temporal and tissue-specific expression of lncRNAs is a 
major advantage when designing new targeted cancer therapies. In addition, 
differentially expressed lncRNAs can serve as specific prognostic and diagnostic 
molecular markers. Here, the role of lncRNAs in cSCC was studied in culture and in 
vivo. These results provide new evidence for two previously uncharacterized 
lncRNAs, PICSAR and PRECSIT, which are specifically upregulated in cSCC and 
contribute to cSCC progression by distinct functions. 
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2 Review of Literature 
2.1 Cutaneous squamous cell carcinoma 
2.1.1 Overview 
Cancer arises from genetic alterations in the genome allowing transformation of 
normal human cells into malignant (reviewed in Hanahan & Weinberg, 2000). It is 
well known that a long-term sun ultraviolet (UV) exposure predisposes to 
accumulation of epidermal DNA-damage and eventually to development of skin 
cancer (reviewed in Narayanan et al, 2010; Matsumura & Ananthaswamy, 2004). 
Nevertheless, skin cancers are the most common cancer types globally with 
increasing incidence, especially among Caucasian population (Lomas et al, 2012; 
reviewed in Leiter et al, 2014). 
Cutaneous squamous cell carcinoma (cSCC) is a non-melanoma skin cancer 
(NMSC) and the second most common malignancy after basal cell carcinoma (BCC) 
(Lomas et al, 2012). It is one of the most common cancers globally with a varying 
annual incidence rate between 13 and 77 cases per 100 000 persons in Europe 
(Callens et al, 2016; Rubió-Casadevall et al, 2016; Eisemann et al, 2014; Korhonen et 
al, 2019; Venables et al, 2019) and  up to 270 cases per 100 000 persons in Australia 
(Pandeya et al, 2017; Keim et al, 2015). Collectively, the incidence of cSCC is 
continuously increasing worldwide (Rogers et al, 2015; Robsahm et al, 2015; 
Umezono et al, 2019; Birch-Johansen et al, 2010; Lomas et al, 2012). To distinguish 
cSCCs and BCCs from other less common NMSCs they are often referred to as 
“keratinocyte carcinomas” as they both originate from keratinocytes (reviewed in 
Nehal & Bichakjian, 2018). However, they are two distinct types of skin cancers and 
a careful diagnosis is required to distinguish the low and high risk tumors and to 
choose the right clinical management (reviewed in Nehal & Bichakjian, 2018). To 
emphasize their different pathologies, cSCCs have a risk to metastasize and there is 
a poor prognosis for metastatic and recurrent cSCCs whereas BCCs rarely 
metastasize (reviewed in Verkouteren et al, 2017; Burton et al, 2016). Even though 
the mortality rate of cSCC is relatively low, approximately 3 % (Schmults et al, 2013; 
Czarnecki, 2017; Robsahm et al, 2015), the overall high incidence of cSCC and other 
Review of Literature 
 15 
NMSCs poses not only a financial burden to the health care but it has a major impact 
on the patients’ quality of life (reviewed in Gaulin et al, 2015). 
2.1.2 The pathogenesis of cSCC 
The major risk factor for cSCC is the cumulative exposure to sun UV-light (reviewed 
in Green & Olsen, 2017). Additionally, indoor tanning is associated with increased 
risk for cSCC, especially at young age (Wehner et al, 2012). Other risk factors include 
immunosuppression, chronic non-healing wounds, tobacco smoking, human 
papillomavirus infection and certain chemical exposures such as pesticides 
(reviewed in Green & Olsen, 2017). There are also rare hereditary disorders, such as 
xeroderma pigmentosum and epidermolysis bullosa, which are associated with a risk 
for cSCC development due to mutations in key signaling factors or genes essential 
for functional epidermal structure (reviewed in Green & Olsen, 2017). 
The development of cSCC is a multistep process that involves accumulation of 
several molecular and cellular changes before resulting in a visible skin cancer 
(reviewed in Seebode et al, 2016). Actinic keratoses (AKs) indicate an early sign of 
cSCC development. They are epidermal keratinocytic dysplasia, usually seen as 
thickened or scarly skin patches resulting from chronic sun exposure (reviewed in 
Cockerell, 2000). A more progressed form of skin carcinogenesis is carcinoma in situ 
where atypical keratinocytes extend throughout the whole epidermis (reviewed in 
Cockerell, 2000). If these lesions are not treated they have a risk to progress into 
invasive cSCC (Schmults et al, 2013; reviewed in Ratushny et al, 2012). 
2.1.2.1 Harmful effects of the sun exposure 
The solar UV-radiation is divided into three subgroups based on their wave lengths; 
UVA (320-400 nm), UVB (290-320 nm) and UVC (100-280 nm), of which UVA is 
the predominant form that reaches the earth, and it penetrates to the dermal layer of 
skin (Figure 1) (reviewed in Matsumura & Ananthaswamy, 2004). UVA is less 
carcinogenic than UVB and UVC as it is weakly absorbed by DNA, but it induces 
indirect DNA-damage by oxidative stress and promotes skin aging and wrinkling 
(reviewed in Yaar & Gilchrest, 2007). UVC is strongly mutagenic having the highest 
energy but it does not penetrate the ozone layer, thus the harmful biological effects 
of the UV-radiation are mainly caused by the UVA and UVB (reviewed in 
Matsumura & Ananthaswamy, 2004; Valejo Coelho et al, 2016). UVB, even though 
constituting a minor part of the ambient UV-radiation, is absorbed in the skin 
epidermis (Figure 1) and it is responsible in inducing DNA-damage, oxidative stress 
and immunosuppression (reviewed in Matsumura & Ananthaswamy, 2004; Valejo 
Coelho et al, 2016). In contrast to UVA, UVB is directly absorbed by DNA and it 
Minna Piipponen 
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interferes nucleotide base pairing. This results in formation of DNA photoproducts, 
such as cyclobutane dimers between thymine (T) or cytosine (C) residues, or 
pyrimidine-pyrimidone (6–4) photoproducts (reviewed in Pfeifer et al, 2005). These 
lesions can lead to DNA-mutations, also known as “UV-signature mutations” 
characteristic of C→T transitions and CC→TT mutations, if the DNA repair system 
fails to correct them (Brash, 2015; reviewed in Matsumura & Ananthaswamy, 2004). 
This is why the UVB exposure is particularly efficient in promoting skin 
carcinogenesis. In addition to UV-radiation, a considerable part of the energy that is 
emitted by the sun is infrared (IR) radiation (760 nm – 1 mm) (Figure 1). It is capable 
of penetrating to the epidermis, dermis and subcutaneous tissue (reviewed in 
Krutmann et al, 2012). Primarily, it causes a temperature increase in the skin. 
However, there is increasing evidence that a long-term IR exposure contributes to 
premature skin aging in addition to UVA (reviewed in Krutmann et al, 2012). 
 
Figure 1. A schematic view of the skin structure and implications of acute and chronic 
ultraviolet radiation. Adapted from Matsumura & Ananthaswamy, 2004. 
Review of Literature 
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2.1.2.2 Molecular changes in cSCC pathogenesis 
cSCC is a cancer with a very high mutational burden. Prevalent C→T transitions have 
been detected in cSCC tumors, which presents a typical mutational signature caused 
by UVB-irradiation (Pickering et al, 2014; Inman et al, 2018; South et al, 2014; Cho 
et al, 2018; Li et al, 2015; Mueller et al, 2019). An average mutational frequency of 
more than 50 mutations per mega base pair of DNA is higher than in any other 
common tumor types, for instance melanoma, lung or colorectal cancer (Pickering 
et al, 2014; South et al, 2014). In a genomic point of view cSCC is a very complex 
disease with a high level of heterogeneity (Inman et al, 2018; South et al, 2014; Li et 
al, 2015), which makes it a challenging target for cancer therapy. 
2.1.2.2.1 Inactivated tumor suppressor genes in cSCC 
The consequences of acute UVR (Figure 1) include tan or sunburn, immune 
suppression and DNA-damage (reviewed in Matsumura & Ananthaswamy, 2004). 
DNA-damage leads to the activation of the p53 protein which is one of the most 
central factors in maintaining genomic stability and controlling cellular responses, 
such as cell proliferation and apoptosis (reviewed in Levine, 1997). Unfortunately, 
p53 is a common target for genetic alterations in many cancers, especially in UV-
induced skin cancers and cSCC (Pickering et al, 2014; Inman et al, 2018; South et al, 
2014; Cho et al, 2018; Li et al, 2015). This is the case particularly with metastatic 
cSCCs with nearly 95 % of samples detected with genetic alterations in the TP53 gene 
(Pickering et al, 2014; Li et al, 2015) in comparison to primary cSCCs with a 
mutational frequency closer to 50-60 % (South et al, 2014; Yilmaz et al, 2017). 
Moreover, p53 mutations are frequently found already in actinic keratosis (Campbell 
et al, 1993; Ziegler et al, 1994; Taguchi et al, 1994), highlighting the carcinogenic role 
of chronic UVR (Figure 1) in cancer initiation. Loss of p53 function allows cells to 
bypass apoptosis resulting in clonal expansion of the mutated cells which further 
increases the mutation frequency (reviewed in Benjamin & Ananthaswamy, 2007; 
Brash, 2006). Overall, cSCC harbors a very high mutation rate compared to other 
common cancers, such as breast cancer or melanoma (Pickering et al, 2014; South et 
al, 2014; Li et al, 2015; Inman et al, 2018). In vivo studies have shown that p53 
mutations arise very early on in mouse skin after UVB exposure and the growth of 
the p53-mutant keratinocytes is driven by UVB (Zhang et al, 2001; Melnikova et al, 
2005; Kramata et al, 2005). Consistent with this, p53 mutations are also present in 
sun-exposed normal human skin among many other cancer driver genes 
(Martincorena et al, 2015). 
In addition to p53, p16(INK4a) and p14(ARF) are important cell cycle 
regulators and commonly non-functional in cSCC due to inactivating mutations in 
the CDKN2A gene encoding these proteins (Brown et al, 2004; Pickering et al, 2014; 
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South et al, 2014; Li et al, 2015; Al-Rohil et al, 2016; Inman et al, 2018; Cho et al 
2018). CDKN2A mutations are found also in actinic keratosis, although less 
frequently than in cSCC (Mortier et al, 2002; Kanellou et al, 2008). Interestingly, 
CDKN2A is not mutated in the sun-exposed normal skin (Martincorena et al, 2015), 
indicating that CDKN2A inactivation occurs at a later stage in the progression from 
actinic keratosis to cSCC. Other less common mutational targets in cSCC include 
CCDN1 and MYC genes, also responsible in cell cycle regulation (Li et al, 2015; Al-
Rohil et al, 2016; Toll et al, 2009), however they may play a more specific role in the 
progression of oral SCCs (Martín-Ezquerra et al, 2010; Akervall et al, 2003). The 
inactivation of cell cycle regulators, such as p53 and p16(INK4a), gives cells a growth 
advantage and it predisposes them to genomic instability, however many other 
mutations are needed to contribute tumorigenesis (Figure 2) (reviewed in Dotto & 
Rustgi, 2016). When mutated, these target genes further promote uncontrolled cell 
growth and they may have a preferential role in cSCC progression by interfering cell 
differentiation.  
 
Figure 2. Early genetic alterations and signaling pathways involved in cSCC progression. 
Activating (*) and inactivating (**) mutations are indicated with one or two asterisks and the 
consequent activation or inactivation with a red and blue colors, respectively. 
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Notch signaling is an evolutionary conserved pathway with a key role in regulating 
cellular development and it plays a pivotal role in controlling normal skin 
homeostasis and function (reviewed in Nowell & Radtke, 2013). Notch1 promotes 
keratinocyte differentiation and it is involved in maintaining the functional skin 
barrier (reviewed in Lefort & Dotto, 2004). Emphasizing its important regulatory 
role in the skin, loss of Notch1 results in skin tumorigenesis. (Figure 2) (reviewed in 
Nowell & Radtke, 2013). Notch1 has been shown to mediate tumor suppression by 
reducing p63 expression, leading to inhibition of cell growth and induced 
differentiation (Nguyen et al, 2006). It can also function via p53 to suppress 
ROCK1/2 and MRCKα kinases or induce tumor suppressor protein p21 expression 
leading to cell growth inhibition (Lefort et al, 2007; Rangarajan et al, 2001). 
Additionally, Notch1 can regulate cSCC tumorigenesis by modulating inflammatory 
response and tumor microenvironment (Demehri et al, 2008 and 2009; Di Piazza et 
al, 2012). NOTCH1 and NOTCH2 are frequently mutated in cSCC, resulting in 
truncated Notch receptors and abrogated signaling (Wang et al, 2011; Pickering et 
al, 2014; South et al, 2014; Li et al, 2015; Al- Rohil et al, 2016; Inman et al, 2018; Cho 
et al, 2018). NOTCH1 mutations occur early in cSCC progression, which is proposed 
to be a downstream consequence of mutated p53 as NOTCH1 is a direct 
transcriptional target for p53 in keratinocytes (South et al, 2014; Lefort et al, 2007). 
In addition, NOTCH1 mutations are considerably common in sun-exposed normal 
skin, supporting the tumorigenic role for p53 and Notch mutations in early skin 
carcinogenesis (Martincorena et al, 2015; South et al, 2014). 
2.1.2.2.2 Mutationally activated oncogenes in cSCC 
HRas is a well-studied member of the Ras GTPase subfamily responsible in 
controlling a wide range of cellular pathways, such as the mitogen-activated protein 
kinase (MAPK) signaling, and it acts as a proto-oncogene in many different cancers 
(reviewed in Pylayeva-Gupta, 2011). Activating mutations in the HRAS gene are 
frequently found in cSCC, in addition to less common NRAS and KRAS mutations 
(Pickering et al, 2014; South et al, 2014; Bamford et al, 2004; Li et al, 2015; Al-Rohil 
et al, 2016; Inman et al, 2018; Cho et al, 2018). The proportion of HRAS mutations is 
particularly high in cSCCs treated with BRAF-inhibitor vemurafenib, which is a 
commonly used treatment for melanoma (Su et al, 2012; Oberholzer et al, 2012; 
South et al, 2014). The adverse effect of the drug is caused by a paradoxical MAPK 
activation and accelerated growth of HRAS mutated lesions (Su et al, 2012; reviewed 
in Wu et al, 2017). Interestingly, the BRAF-inhibitor induced cSCCs with mutated 
HRAS harbor higher number of NOTCH1 mutations when compared to sporadic 
cSCCs, implicating Notch1 as an important factor in HRas driven skin 
carcinogenesis (Figure 2) (South et al, 2014). The loss of Notch1 signaling alone is 
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not sufficient for tumor formation in mice (Lefort et al, 2007). However, when 
combined with oncogenic Hras expression there is aggressive tumor formation 
whereas oncogenic Hras expression alone results in only small nodules or no tumors 
at all (Lefort et al, 2007). 
The most commonly used mouse model for cSCC is generated by topically 
applying a highly carcinogenic agent 9,10-dimethyl-1,2-benzanthracene (DMBA) to 
mouse skin (Abel et al, 2009). During the first stage of skin carcinogenesis DMBA 
causes genetic alterations of which the Hras gene is the primary target (Abel et al, 
2009; Nassar et al, 2015). Second, a treatment with a tumorigenic agent, such as 
tetradecanoyl-phorbol acetate (TPA) enables the clonal expansion of the cell 
population carrying Hras mutation, resulting in sustained epidermal hyperplasia and 
skin tumors (Abel et al, 2009). Overall, the histology and the genomic background 
of the mouse DMBA/TPA-induced cSCCs are very similar to human cSCCs (Nassar 
et al, 2015). Sustained activation of Hras results in a marked induction of epidermal 
growth factor receptor (EGFR) and its ligands in cSCC mouse model (Casanova et 
al, 2002; Dlugosz et al, 1995). EGFR is also a target for mutational activation in 
human cSCC (Li et al, 2015; Al-Rohil et al, 2016). EGFR plays an important role in 
normal epidermal homeostasis, but sustained EGFR activity can further induce Ras 
signaling and uncontrolled cell growth and survival via MAPK and phosphoinositide 
3-kinase (PI3K) signaling downstream of Ras (Figure 2) (reviewed in Doma et al, 
2013).  
Another important signaling factor downstream of EGFR is the signal transducer 
and activator of transcription 3 (STAT3). STAT3 plays an important role in normal 
epithelia in skin wound healing promoting keratinocyte migration (Sano et al, 1999) 
but aberrant STAT3 activity contributes to skin carcinogenesis (Chan et al, 2008; 
Kataoka et al, 2008; reviewed in Macias et al, 2013; Sano et al, 2008). STAT3 
activation is also strongly associated with inflammation and development of 
psoriasis (reviewed in Calautti et al, 2018). Activating mutations in the STAT3 gene 
are not found in cSCC but its tumorigenic function is strongly dependent on 
activated growth factor signaling, for example via EGFR (reviewed in Macias et al, 
2013; Sano et al, 2008). EGFR-mediated STAT3 activation promotes tumorigenesis 
in DMBA/TPA-induced mouse cSCCs (Chan et al, 2004). Expression of 
constitutively active Stat3 in mouse skin drives rapid cSCC progression and these 
tumors are highly vascularized and poorly differentiated (Chan et al, 2008). By 
contrast, Stat3-deficiency drives keratinocytes to apoptosis after DMBA-treatment 
and tumor formation is completely prevented in Stat3-deficient mice after 
DMBA/TPA-treatment (Chan et al, 2004). Stat3 is rapidly deactivated and 
downregulated in keratinocytes upon UVB exposure, however repeated UVB 
exposure results in constitutively active Stat3 in mouse cSCCs (Sano et al, 2005). In 
consistent with this, expression of constitutively active Stat3 in mouse epidermis 
Review of Literature 
 21 
results in epidermal hyperproliferation after UVB exposure, whereas keratinocytes 
of Stat3 deficient mice are highly sensitive to apoptosis after UVB exposure (Kim et 
al, 2009). The levels of Stat3 target genes, such as cell cycle regulator cyclin D1 and 
anti-apoptotic Bcl-xL correlate with Stat3 expression in both mouse models, 
indicating Stat3 as an important regulator in UVB-induced skin carcinogenesis (Kim 
et al, 2009). 
Receptor tyrosine kinases (RTKs) are cell surface receptors important in a wide 
range of cellular processes, and RTK gene amplifications and activating mutations 
are commonly found in cancer (reviewed in Schlessinger, 2000). The majority of 
activating mutations in cSCC are associated with Ras, RTK and PI3K pathway genes 
(Li et al, 2015). Most frequently mutated or amplified RTK genes in cSCC include 
EGFR, FGFR3, KIT and ERBB4 (Li et al, 2015; Al-Rohil et al, 2016). ERBB4 and 
FGFR3 belong to the same RTK family with EGFR. The role of ERBB4 mutations in 
non-melanoma skin cancer is not well known but they have been implicated in 
cutaneous melanoma (Lau et al, 2014; Manca et al, 2013). Nevertheless, it remains 
controversial whether they act as driver or passenger mutations in melanoma. 
Activating FGFR3 mutations are common in seborrheic keratoses (SK), which are 
benign epidermal hyperplastic papillomas, but the mutationally activated FGFR3 is 
not sufficient for the development of cSCC, in accordance with a low rate of FGFR3 
mutations in cSCC (Hafner et al, 2010; Duperret et al, 2014). 
Overall, skin carcinogenesis is a complex process involving several genetic 
alterations before cells acquire an invasive phenotype. Based on several genomic 
analyses of cSCC tumors and cell lines the most profound mutations in driving cSCC 
tumorigenesis are characterized, such as p53, HRas and Notch1 (Figure 2). In 
addition to these other mutated oncogenes have been identified in cSCC, such as 
PIK3CA, MTOR and KIT, and mutated tumor suppressors genes FAT1 and KMT2C 
(Li et al, 2015; Pickering et al, 2014; Al-Rohil et al, 2016; Inman et al, 2018). The 
question remains, what is the order and combination of these alterations in cancer 
initiation and progression, as some of them are found already in normal sun-exposed 
skin without any sign of malignancy. It seems that the number of driver mutations 
per cell is a major contributor to cancer progression, as these cells are clonally 
expanding and increasing the genomic instability and mutational burden 
(Martincorena et al, 2015). 
2.1.2.2.3 Epigenetic changes in cSCC 
Genomic DNA-alterations are not solely driving carcinogenesis but epigenetic 
deregulation is a well-recognized phenomenon in cancer, allowing cells to activate 
or repress gene transcription by chromatin modifications (reviewed in Dawson, 
2017). Many cancer types exhibit hypermethylation of gene promoters, which leads 
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to transcriptional gene repression (reviewed in Clark & Melki, 2002). In cSCC certain 
tumor-suppressors, such as p16(INK4a), p14(ARF), the inflammasome adaptor ASC 
and E-cadherin have been detected with hypermethylated gene promoter and gene 
inactivation (Brown et al, 2004; Murao et al, 2006; Meier et al, 2016; Chiles et al, 
2003). Chronic UVA-irradiation has been also shown to induce hypermethylation of 
the P16(INK4a) gene promoter in HaCaT keratinocytes (Chen et al, 2012). In 
accordance, UVB- and DMBA/TPA-induced mouse skin tumors exhibit differential 
epigenetic regulation and some of these changes reflect the aberrant DNA-
methylation of human cSCCs (Yang et al, 2014, 2019; Fraga et al, 2004). When cSCC 
and AK methylation profiles have been examined it is interesting that they show a 
similar, aberrant methylation pattern with cancer-specific features when compared 
to healthy epidermis (Rodríguez-Paredes et al, 2018), indicating UV-induced 
epigenetic deregulation during skin carcinogenesis. In addition, two distinct keratin 
methylation profiles could be detected in AK and cSCC lesions, suggesting two 
subclasses of AK and cSCC originating from different keratinocyte differentiation 
stages (Rodríguez-Paredes et al, 2018).  
In contrast to hypermethylation a global decrease in DNA-methylation, or 
hypomethylation, has been also observed in cancer (reviewed in Ehrlich, 2009). In 
accordance, hypomethylation is associated with aging and sun exposure of the 
epidermis (Vandiver et al, 2015). Moreover, the same hypomethylated areas in the 
non-malignant sun-exposed lesions were shown to be hypomethylated in cSCCs 
(Vandiver et al, 2015), highlighting the carcinogenic effect of UV-irradiation in skin 
carcinogenesis.  
2.1.2.2.4 Telomerase activity in cSCC 
As described in the previous examples, the high burden of UV-induced mutations in 
cSCCs and sun-exposed skin contribute to deregulation of many important signaling 
proteins, eventually resulting in skin cancer (Figure 2). It is important to note that 
mutations in the gene regulatory areas, such as gene promoters and enhancers can also 
have adverse consequences regarding tumorigenesis. Recently, activating mutations in 
the TERT gene promoter have been reported in several cancer types and they seem to 
be particularly prevalent in cutaneous melanoma, BCC and cSCC (Pópulo et al, 2014; 
Griewank et al, 2013; Scott et al, 2014). These mutations lead to induced expression of 
the gene encoding telomerase reverse transcriptase, a catalytically active subunit of 
telomerase (Sauerwald et al, 2013). Telomerase has a key role in the normal 
physiological state in protecting the telomeric DNA in the chromosome ends and in 
preventing the replicative senescence of proliferating cells. However, reactivation of 
telomerase activity allows telomere elongation and unlimited cell replication, one of 
the hallmarks of cancer (reviewed in Hanahan & Weinberg, 2000).  
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Paradoxically, progressive telomerase shortening due to impaired telomerase 
activity can lead to chromosome instability as the unprotected telomere ends can form 
chromosome fusions (reviewed in Hanahan & Weinberg, 2000). This would normally 
lead to cell cycle arrest, however if the cell escapes the cellular checkpoint because of a 
defective p53 the genomic instability is passed to the next progeny (reviewed in Artandi 
& DePinho, 2010). This may be an important driver of epithelial carcinogenesis, as p53 
is one of the first targets of mutational inactivation in skin cancer. Indeed, two distinct 
telomere phenotypes are characterized in cSCCs; short/intermediate telomeres with a 
conserved size in all tumor areas and intermediate/long telomeres with increased 
variation in size within different tumor areas (Leufke et al, 2014). Similar subgroups are 
present in immunosuppression induced cSCCs, suggesting two different mechanisms 
for cancer initiation (Leufke et al, 2014). Interestingly, the short/intermediate telomeres 
correlate with low p53 expression, vice versa high p53 expression is more often detected 
in the cSCCs with intermediate/long telomeres. Additionally, the number of aberrant 
cells and telomeric aggregates, a sign of telomeric fusions, is increased with tumor 
progression from actinic keratosis to cSCC (Leufke et al, 2014). In another study 
telomere length was shown to be shorter in cSCC compared to actinic keratosis and 
carcinoma in situ, indicating a correlation in telomere shortening and cSCC 
progression (Yamada-Hishida et al, 2018). 
2.1.2.2.5 Molecular changes driving cSCC invasion  
In order for epithelial cells to gain a motile phenotype they must undergo a process 
called epithelial-mesenchymal-transition (EMT), a common strategy for cancer cells 
to become invasive (reviewed in Skrypek et al, 2017). A subpopulation of migratory 
cancer cells that have undergone EMT can be found in patient derived cSCC cell lines 
and the proportion of these cells correlate with tumor progression (Biddle et al, 
2011). Additionally, based on in vivo studies the cancer cell of origin affects the 
ability of the tumor cells to undergo EMT. The cSCC tumors originating from mouse 
hair follicles are more prone to EMT and metastasis when compared to tumors 
originating from the interfollicular epidermis (Latil et al, 2017). Invasive human 
cSCC tumors often exhibit low expression of cell-cell adhesion markers, such as E-
cadherin, and induced expression of vimentin and podoplanin as a sign of EMT 
(Barrette et al, 2014; Toll et al, 2013; Hesse et al, 2016). 
When comparing actinic keratosis or carcinoma in situ with invasive cSCCs, it is 
evident that expression of matrix metalloproteinases (MMPs) is one key step in order 
cells to become invasive (Inman et al, 2018; Ra et al, 2011; Lambert et al, 2014; Mitsui 
et al, 2014; García-Díez et al, 2019; reviewed in Nissinen & Kähäri, 2014). 
Reorganization of the extracellular matrix is needed so that the cells are able to 
invade to the surrounding tissue. Together with MMP activation loss of basement 
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membrane collagen is associated with cSCC progression (reviewed in Kerkelä & 
Saarialho-Kere, 2003). The tumor microenvironment plays an important role in 
cSCC progression and MMPs are capable of regulating activity of several 
chemokines, cytokines and growth factors to promote inflammation and cancer 
progression (reviewed in Nissinen & Kähäri, 2014). On the other hand, 
immunosuppression is a major risk factor for cSCC development and MMPs can 
regulate inflammation in a way that it helps the cancer cells escape the immune 
surveillance (reviewed in Nissinen & Kähäri, 2014).  
2.1.3 The diagnosis, treatment and prognosis of cSCC 
In addition to a clinical examination a skin biopsy is required for cSCC diagnosis. 
Based on several parameters, such as the tumor size, location and histologic subtype 
tumors can be classified into cSCCs with high or low metastatic potential (reviewed 
in Nehal & Bichakjian, 2018; Kallini et al, 2015; Burton et al, 2016). For example, 
poorly differentiated cSCCs with perineural invasion and more than 2 mm thickness 
possess a high risk for metastasis (reviewed in Kallini et al, 2015; Burton et al, 2016). 
In general, patients with a primary, low-risk cSCC that can be surgically removed have 
a good prognosis. However, patients with distant metastases are associated with poor 
outcome and high mortality (reviewed in Burton et al, 2016). Special attention should 
be given to immunosuppressed patients in order to prevent cSCC development 
(reviewed in Burton et al, 2016). Radiation and chemotherapy can be used for 
advanced and recurrent high-risk tumors that cannot be completely removed 
surgically, especially for tumors located in the facial area (reviewed in Kallini et al, 
2015; Que et al, 2018). Other targeted therapies, such as EGFR and mTOR inhibitors 
may be beneficial in cSCC treatment, however there is always a risk for cancer cells 
acquiring drug resistance (reviewed in Harwood et al, 2016). Recently, PD-1 targeting 
immunotherapy has been shown to be a promising treatment for patients with 
metastatic or locally advanced cSCCs (Migden et al, 2018). 
There is an urgent need for clinically useful prognostic biomarkers for predicting 
the risk of recurrence and metastatic potential of cSCC from early stage. Several 
promising cSCC biomarkers have been discovered, such as certain matrix 
metalloproteinases (reviewed in Kerkelä & Saarialho-Kere, 2003), cell surface 
tyrosine kinase receptor EphB2 (Farshchian et al, 2015), inflammation related 
SerpinA1 (Farshchian et al, 2011), AIM2 (Farshchian et al, 2017a) and several 
complement system proteins (Riihilä et al, 2014; 2015; 2017). Additionally, ATF3 
transcription factor (Dziunycz et al, 2014), the IKK kinase complex (Toll et al, 2015), 
epigenetic regulators p300, PCAF and EZH2 (Bosic et al, 2016; Hernández-Ruiz et 
al, 2018), and certain miRNAs (reviewed in Yu & Li, 2016) could serve as molecular 
biomarkers and important therapeutic targets for cSCC.  
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2.2 Non-coding RNAs 
2.2.1 The short history of non-coding RNAs 
DNA-transcription is a process where genetic information from genomic DNA is 
transcribed to RNA. This is carried out mainly by RNA polymerase II (RNA Pol II) 
that enzymatically converts DNA to messenger RNAs (mRNAs), which are then 
translated into proteins (reviewed in Hurwitz, 2005). Not all DNA is encoded into 
proteins, but a significant part is transcribed into so called non-coding RNAs 
(ncRNAs) (reviewed in Djebali et al, 2012; Jacquier, 2009). The transfer RNA (tRNA) 
and ribosomal RNA (rRNA) were discovered in the 1950s providing the first 
evidence of the functional importance of ncRNAs (Hoagland et al, 1958; Palade, 
1955). Later on in the 1980s the first RNA enzymes, “ribozymes”, were discovered 
(reviewed in Reymond et al, 2009). RNA polymerase I (RNA Pol I) is mainly 
responsible for rRNA synthesis and RNA polymerase III (RNA Pol III) for the 
synthesis of tRNA and 5S rRNA component of the ribosome, which are all necessary 
for protein translation (Roeder & Rutter 1969). Therefore, there would not be any 
protein without RNA. In addition to them, many other RNAs are involved in the 
complex regulation of protein synthesis, including small nuclear RNAs (snRNAs) 
(Reddy & Busch, 1983) and telomerase RNA (reviewed in Wang & Feigon, 2017).  
With the help of an international consortium and an enormous amount of time 
and money invested in the Human Genome Project (HGP) in the 1990s, followed by 
new projects such as the 1000 Genomes Project (1KGP), the Encyclopedia of DNA 
Elements project (ENCODE) and the Encyclopædia of genes and gene variants 
project (GENCODE), we have broadened our knowledge of the human genomic 
landscape (Harrow et al, 2012; reviewed in Moraes & Góes, 2016). Based on the 
current statistics from the GENCODE project the number of genes in the human 
genome is around 60 000 of which protein coding genes make up almost one third, 
19 881 genes (GENCODE version 21). This is quite close to what some of the 
scientists estimated in the early 2000 before completing the HGP despite the most 
extreme guesses (Pennisi, 2000). What was not known at the time that the amount 
of non-protein coding genes would be almost twice as much as protein coding genes 
(ENCODE Project Consortium, 2012). However, the exact number of protein and 
non-protein coding transcripts is difficult to determine because of complex 
expression patterns and variability between tissue types and individuals, and 
regulation of transcription (reviewed in Pertea, 2012). The current GENCODE 
estimation for the total number of gene transcripts is nearly 200 000 (GENCODE 
version 21), but as well as the total number of genes, this is dependent of many factors 
and will most likely change over time. 
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2.2.2 Biogenesis and classification of ncRNAs 
The biogenesis and molecular functions of ncRNAs differ greatly from each other. 
They are roughly classified into infrastructural and regulatory ncRNAs (reviewed in 
Mattick & Makunin, 2006) (Figure 3). The infrastructural ncRNAs are so-called 
housekeeping genes with well-defined cellular functions. They are RNAs mainly 
involved in protein synthesis including tRNAs, rRNA, telomerase RNA, small 
nucleolar RNAs (snoRNAs) with small Cajal-body specific RNAs (scaRNAs) and 
small nuclear RNAs (snRNAs) or commonly referred to as spliceosomal uRNAs. In 
addition, signal recognition particle RNAs (SRP RNAs) and vault RNAs (vRNAs or 
vtRNAs) are also considered as infrastructural ncRNAs (reviewed in Mattick & 
Makunin, 2006). The human SRP RNA, also known as 7SL RNA, is the RNA-
component of the signal recognition particle ribonucleoprotein complex and it has 
an important role in signal peptide binding during protein translocation to the cell 
membrane (Walter & Blobel, 1982). It has a similar role also in archaea, bacteria and 
plants (reviewed in Rosenblad et al, 2009). Likewise, the vRNAs are evolutionary 
conserved and bound to proteins, forming large ribonucleoprotein particles in cells 
(Kedersha & Rome, 1986) however their exact cellular function still remains unclear. 
They have been suggested to have a role in intracellular trafficking (reviewed in van 
Zon et al, 2003) and more recently in immune response (Li et al, 2015), drug 
resistance (Gopinath et al, 2010; Persson et al, 2009) and apoptosis (Amort et al, 
2015). Similar to vRNAs some infrastructural RNAs have additional functional roles 
beside protein synthesis (reviewed in Hu et al, 2012). For instance, tRNA-derived 
small non-coding RNAs (tsncRNAs) are newly defined small functional ncRNAs 
generated from tRNAs by specific endonuclease cleavage and their dysregulation has 
been detected in cancer and other human diseases (reviewed in Zhu et al, 2018). 
Regulatory ncRNAs function mostly by base-pairing with DNA or RNA 
(reviewed in Quinn & Chang, 2016; Guil & Esteller, 2015), or by interacting directly 
with proteins (reviewed in Hogg & Collins, 2008). There is also cross-talk between 
different ncRNAs (reviewed in Yamamura et al, 2018). Conventionally they are 
classified into small or long non-coding RNAs (lncRNAs) based on their length 
(Figure 3). LncRNAs are considered as ncRNAs larger than 200 nucleotides in size, 
and everything smaller than that are termed small or short ncRNAs (Kapranov et al, 
2007). Some pseudogenes can be also transcribed into lncRNAs (reviewed in 
Grandér & Johnsson, 2016). This kind of division, however, is not absolute as for 
instance some lncRNAs are less than 200 nucleotides in size. Also, some lncRNAs 
can function both as regulatory lncRNAs and they can be processed to yield small 
ncRNAs (reviewed in Ma et al, 2013). There is also some overlapping between these 
subgroups as some ncRNAs may have functional duality, such as snRNAs and 
snoRNAs which have additional functional roles aside their well-known role as 
infrastuctural RNAs (Li et al, 2012; Chen & Heard, 2013; reviewed in Dupuis-
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Sandoval et al, 2015). In Figure 3 they are included in both groups, as infrastructural 
and small regulatory ncRNAs.  
 






























2.2.3 MicroRNAs and other small ncRNAs  
Small ncRNAs are typically divided into three subgroups based on their structure 
and function, including microRNAs (miRNAs), small interfering RNAs (siRNAs) 
and piwi-interacting RNAs (piRNAs) (Figure 3). They all share a role in gene 
silencing. However, their biogenesis and mechanism of action differ from each other. 
In addition to them, there are also other small non-coding RNAs, such as guide 
RNAs (gRNAs or sgRNAs) and Y RNAs (Figure 3). The Tryptanosoma parasite has 
a unique regulatory system for mitochondrial mRNA editing that involves gRNAs 
(Seiwert & Stuart, 1994). They are not expressed in humans, but the CRISPR-Cas9 
genome editing technology utilizes artificially made gRNAs in directing the nuclease 
activity to the target loci (reviewed in Nowak et al, 2016).  Y RNAs are evolutionary 
conserved (Wolin et al, 2013) and originally discovered in patients with lupus 
erythematosus complexed with the Ro60 auto-antigen (Lerner et al, 1981). They 
regulate the subcellular localization of Ro60 but there are also several reports 
supporting their role in the initiation of DNA replication (reviewed in Kowalski & 
Krude, 2015). 
miRNA genes are transcribed into precursor miRNAs (pri-miRNAs) mainly by 
RNA Polymerase II (RNA Pol II), but a small subset of miRNAs can be transcribed 
also by RNA Polymerase III (Lee et al, 2004; Borchert et al, 2006). The pri-miRNAs 
are further processed in the nucleus by an RNase III nuclease, Drosha-DGCR8 
complex into hairpin-shaped pre-miRNAs, which are then exported to the 
cytoplasm (Han et al, 2004). Finally, the pre-miRNAs are cleaved by another RNase 
III nuclease, Dicer-TRBD complex and the mature miRNA is incorporated with 
Dicer-TRBD and Argonaute proteins to form the functional gene silencing complex 
RISC (RNA-induced gene silencing complex) (Wang et al, 2009). The RISC complex 
is guided by a miRNA to the specific gene transcript based on sequence 
complementarity and it inhibits protein translation with or without mRNA 
degradation (reviewed in Stroynowska-Czerwinska et al, 2014). The miRNA genes 
are evolutionary conserved, although the animal and plant miRNAs differ in their 
sequences and processing (reviewed in Millar & Waterhouse, 2005). The mammalian 
miRNA genes are often clustered and located in the intronic or exonic areas within 
a protein or non-coding gene, or in rare cases miRNA genes can reside next to their 
own gene promoter (reviewed in Olena & Patton, 2010).  
Endogenous siRNAs are derived from long double-stranded RNAs (dsRNAs) 
and similarly to miRNAs they are processed in the cytoplasm by the Dicer-TRBD 
nuclease complex prior to forming the RISC complex (Hammond et al, 2000). In 
plants siRNAs present a natural defense mechanism against viral mRNAs (Hamilton 
& Baulcombe, 1999). Studies with Drosophila have shown that the endogenous 
siRNA pathway regulates for instance heterochromatin formation (Fagegaltier et al, 
2009) and embryo development (Lucchetta et al, 2009). In mouse oocytes, they have 
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been shown to regulate meiosis (Stein et al, 2015). The biological role of endogenous 
siRNAs in humans is not well understood, nevertheless the characterization of the 
siRNA pathway has led to the development of artificially made siRNAs that are 
widely used in gene silencing studies in vitro (reviewed in Mocellin & Provenzano, 
2004). Unlike miRNAs and siRNAs, piRNAs are derived from single-stranded RNA 
(ssRNA) and they are processed by a mechanism independent of RNAse III enzymes 
(reviewed in Le Thomas et al, 2014). The piRNA genes are clustered and they arise 
mainly from DNA regions with repetitive elements, such as retrotransposons 
(Brennecke et al, 2007). In Drosophila they are important mediators of transposable 
element silencing, a mechanism to protect genome integrity (reviewed in Aravin et 
al, 2007). In mammals, they are specifically expressed in germ-cells during 
spermatogenesis (Girard et al, 2006; Pantano et al, 2015), nevertheless their role in 
somatic cells is not yet well understood.  
2.2.4 Long non-coding RNAs   
Long non-coding RNAs (lncRNAs) are mainly transcribed by RNA Pol II and they 
undergo post-transcriptional processing, such as 5’-capping, splicing and 
polyadenylation (reviewed in Quinn & Chang, 2016). In this way they closely 
resemble mRNAs with the exception that they are not translated into proteins. As 
mentioned earlier, to distinguish them from small ncRNAs they are considered as 
non-coding RNAs larger than 200 nucleotides. Further classification into distinct 
lncRNA subgroups is commonly based on their structure or genomic location 
(Figure 3). Circular RNAs (circRNA) present a newly discovered group of lncRNAs 
that are structurally different from most lncRNAs. They are produced by back-
splicing of pre-mRNAs, resulting in covalently closed circular RNAs without 
polyadenylation (reviewed in Barrett & Salzman, 2016). Like many other lncRNAs 
they show very dynamic expression during differentiation. Despite most lncRNAs, 
expression of circRNAs seems to be conserved among mammals (reviewed in Barrett 
& Salzman, 2016). Linear lncRNAs can be categorized into four major types based 
on their genomic location (Figure 4). Long intergenic or intervening non-coding 
RNAs (lincRNAs) are transcribed from distinct loci, often from their own 
promoters, whereas intronic lncRNAs are transcribed from intronic region within a 
protein-coding gene (reviewed in Ma et al, 2013). Sense lncRNAs are transcribed 
from the sense strand of a protein-coding gene and they contain also exons from 
protein-coding genes (reviewed in Ma et al, 2013) (Figure 4). Natural antisense 
transcripts (NATs) are transcribed from the antisense strand of a protein-coding 
gene, overlapping either exonic or intronic regions (reviewed in Ma et al, 2013) 
(Figure 4). LncRNAs can be also transcribed from a bidirectional promoter, 
meaning that they are produced divergently from a protein-coding gene (Figure 4). 
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There is increasing evidence that divergent transcription is driving generation of new 
genes, and this could be an important source for emerging lncRNAs (reviewed in 
Kapusta & Feschotte, 2014). Moreover, divergent lncRNAs can have regulatory 
functions. Divergent transcription is relatively common for example in human and 
murine embryonic stem cells (Sigova et al, 2013). Moreover, expression of these 
lncRNA/mRNA pairs is coordinated during differentiation (Sigova et al, 2013), 
suggesting an important regulatory function for divergently expressed lncRNAs in 
embryonic development. There are also few examples of bidirectionally expressed 
lncRNAs functional in cancer (reviewed in Albrecht & Ørom, 2016).  
 
Figure 4. Classification of lncRNAs based on their genomic context. 
As the majority of the human genome is transcribed yielding thousands of 
lncRNA transcripts, it has also drawn a lot of speculation whether a part of the 
transcription is only “transcriptional noise” producing merely useless transcripts as 
a by-product of the process. However, the proportion of non-protein coding 
sequences in the genome grows as a function of developmental complexity, whereas 
the proportion of protein-coding sequences declines, indicating that the non-coding 
sequences have evolved for a reason (reviewed in Mattick, 2004). Supporting this 
hypothesis numerous studies have shown that ncRNAs, especially lncRNAs exhibit 
very cell and tissue type specific expression (Washietl et al, 2014; Wu et al, 2014; Guo 
et al, 2014) and sub-cellular localization (Zhang et al, 2014; Cabili e al, 2015). In 
addition, they are specifically expressed during processes like cellular development 
(reviewed in Devaux et al, 2015; Hassan et al, 2015), differentiation (reviewed in 
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Jeong & Goodell, 2016; Flynn & Chang, 2014) and stress response (Chang et al, 2014; 
reviewed in Place & Noonan, 2014; Turner et al, 2014). Additionally, it is becoming 
evident, that many lncRNAs are dysregulated in human diseases (Brunner et al, 2012; 
reviewed in Taft et al, 2010), which make them an attractive target for finding new 
biomarkers and therapeutic targets (reviewed in Sánchez & Huarte, 2013; Slaby et al, 
2017). The focus of the following chapters will be mainly on the regulation of 
lncRNAs and their cellular functions.  
2.2.4.1 Challenges in defining lncRNAs  
The research around lncRNAs is relatively young and new lncRNA genes are 
discovered from transcriptomic profiling, however their detailed characterization is 
challenging and time consuming. Many have questioned what is the true protein-
coding potential of lncRNAs. Frankly, it is not that straightforward to define. The 
most general approach to search for protein coding transcripts is to analyze the 
features of their open reading frames (ORFs), for example their length and 
phylogenetic conservation. Many lncRNAs do have ORFs, however most of them are 
shorter than ORFs of protein coding genes and they are located very closely upstream 
of the translation start site, predisposing transcripts to degradation by nonsense-
mediated decay (Niazi & Valadkhan, 2012). Overall, it is very unlikely for most 
lncRNAs to be translated into proteins or even short peptides based on the structure 
of their ORFs (Niazi & Valadkhan, 2012; Derrien et al, 2012). Another strategy is to 
look at the conservation of the transcripts and their ORFs by a sequence alignment-
based approach, such as Basic Local Alignment Tool (BLAST) (Chen et al, 2015) or 
phylogenetic assessment of codon substitution frequencies (PhyloCSF) (Lin et al, 
2011). Interestingly, lncRNAs are poorly conserved by their nucleotide sequence and 
they rarely have orthologs within different species but their gene promoters are 
almost as conserved as protein coding promoters (Pang et al, 2006; Derrien et al, 
2012; Washietl et al, 2014). In addition, lncRNAs seem to be under rapid 
evolutionary turnover (reviewed in Nitsche & Stadler, 2017).  
The challenge in using computational analyses when predicting protein coding 
capacity of a transcript is that they use different algorithms and based on the given 
criteria the results may vary. Therefore, it is more reliable to use additional methods 
beside the predictions based on the genomic features. Ribosome profiling is a 
powerful, deep-sequencing based technique to examine protein translation globally 
and in vivo (reviewed in Ingolia, 2014). In principle, the translating ribosomes are 
mapped with nucleotide resolution across the transcriptome based on the sequenced 
fragments that are occupied by ribosomes, so called ribosome footprints (reviewed 
in Ingolia, 2014). The translated ORFs defined by ribosome profiling can be used to 
identify new protein coding regions in the genome that may encode alternative 
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isoforms of known proteins or they might be short ORFs (sORFs) as a source for new 
peptides (reviewed in Brar & Weissman, 2015).  This method can be also combined 
with mass-spectrometric analysis to evaluate whether the defined ORFs are encoding 
peptides (Slavoff et al, 2013; Fritsch et al, 2012). 
Although most of the ribosome footprints are mapped to known protein coding 
areas, there are several reports where they have been found outside of these areas, 
indicating non-coding RNA translation (Ruiz-Orera et al, 2014; Chew et al, 2013; 
Ingolia et al, 2014). However, this does not always lead to a stable and functionally 
relevant polypeptide. Instead, the translational process itself might be regulatory. For 
example, translation of an upstream ORF (uORF) can inhibit translation of the 
downstream protein-coding ORF (reviewed in Somers et al, 2013). It has been also 
proposed that translated ncRNAs could be a source for new protein-coding genes 
through evolutionary selection (reviewed in McLysaght & Guerzoni, 2015). A large 
fraction of lncRNAs have been shown to associate with ribosomes in human and 
mouse, however their protein coding potential remains relatively low, indicating that 
ribosome association does not necessarily mean translation (Zeng et al, 2018). Some 
of these proteins are also misannotated as lncRNAs (Zeng et al, 2018). Sole lncRNA 
interaction with the ribosome can also have a regulatory function (reviewed in 
Pircher et al, 2014), as shown for ZNFX1 antisense RNA 1 (Hansji et al, 2016). 
Overall, it is challenging to study ncRNA translation and at least for now the debate 
around lncRNA translation remains (Ji et al, 2015; Guttman et al, 2013). 
2.2.4.2 Molecular mechanisms of lncRNAs 
There is a broad spectrum of functional mechanisms for lncRNAs. As single-
stranded RNA-molecules they can interact with DNA, RNA or proteins, making 
them very versatile regulators in the cell (reviewed in Wang & Chang, 2011). They 
have also unique secondary and tertiary structures important for mediating these 
interactions (reviewed in Blythe et al, 2016). Without the need for translation they 
can rapidly carry out their regulatory function, after which they can be quickly 
degraded. Their mechanism of action could be divided into four main types; signals, 
guides, decoys and scaffolds (Figure 5) (reviewed in Wang & Chang, 2011). Simply, 
they could be also grouped as lncRNAs functional either in the nucleus, mainly in 
mediating transcription (reviewed in Kaikkonen & Adelman, 2016) or in the 
cytoplasm in regulating post-transcriptional events (reviewed in Noh et al, 2018) 
(Figure 5).  
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Figure 5. Molecular functions of lncRNAs. In the nucleus lncRNAs can regulate epigenetic changes 
by decoying (a) or guiding (b) chromatin modifying complexes to specific genomic loci. LncRNAs can 
mediate chromosomal looping (c) by simultaneously binding to protein complexes or specific DNA-
elements and bringing them to close proximity. LncRNAs can inhibit gene transcription by binding to DNA 
and blocking the transcription factor binding site (d). Additionally, gene transcription can be activated or 
inhibited by lncRNAs guiding or decoying transcription factors (e). LncRNA binding to RNA polymerase 
can inhibit transcription (f). Alternative splicing can occur by lncRNA binding to mRNA and blocking the 
splice-site. LncRNAs can also recruit and guide splicing factors to the sites of transcription (g). In the 
cytoplasm lncRNAs can regulate mRNA stability directly by binding to mRNAs (h) or indirectly by binding 
to miRNAs (i) by complementary base-pairing. LncRNAs can be secreted to extracellular vesicles and 
exosomes allowing them to mediate intercellular signaling (j). Scaffold lncRNAs function by flexible 
lncRNA-protein binding and promote the assembly of active ribonucleoprotein complexes (k). Protein-
binding lncRNAs can also mediate intracellular translocation of proteins (l). 
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LncRNA expression is very dynamic, allowing a fast response to external stimuli. 
Specific lncRNA expression has been noted for instance in response to DNA-damage 
(Sánchez et al, 2014), growth factors (Li et al, 2013; Kambara et al, 2014), immune 
response (Carpenter et al, 2013) and circadian changes (Coon et al, 2012). 
Particularly in plants lncRNAs serve as specific signals for environmental changes 
(reviewed in Liu et al, 2015). Additionally, lncRNAs can be secreted into extracellular 
vesicles and exosomes, and delivered outside of the cell where they can exert their 
functions even at long-distance (Huang et al, 2013). Exosomal lncRNAs function as 
signals in cell-cell communication and they have been implicated in cancer as 
potential regulators of drug resistance, for instance (reviewed in Zhou et al, 2018). A 
recent study illustrates a mechanism for lncRNA DINOL (damage induced long 
noncoding RNA) as a signal for DNA damage (Schmitt et al, 2016). It is transcribed 
divergently from p53-responsive CDKN1A gene upon DNA damage and it binds to 
and stabilizes p53, promoting p53-dependent gene expression, cell cycle arrest and 
apoptosis in response to DNA damage (Schmitt et al, 2016). In addition to DINOL, 
many other DNA damage inducible lncRNAs are characterized, such as NORAD 
(non-coding RNA activated by DNA damage; LINC00657) and PANDAR (promoter 
of CDKN1A antisense DNA damage activated RNA) (Lee et al, 2016; Hung et al, 
2011).  
Several lncRNAs have been shown to regulate gene expression by epigenetic 
mechanisms (reviewed in Marchese & Huarte, 2014). In principle, a lncRNA can 
bind to and guide gene regulatory complexes, such as gene silencing PRC2-complex, 
or gene activating complexes to a specific loci in the genome and bind to DNA by 
RNA:DNA heteroduplex or by  forming a stable RNA:DNA:DNA triplex (reviewed 
in Wang & Chang, 2011). Guide lncRNAs can function in cis or trans, meaning that 
they can mediate changes in gene expression of the neighboring gene (cis) or 
distantly located gene (trans) (reviewed in Roberts et al, 2014).  
In contrast to a guide lncRNA the functional mechanism of a decoy involves 
lncRNA binding to a gene regulator in order to negatively affect its function. In other 
words it prevents the effector molecule from binding to its target (reviewed in Wang 
& Chang, 2011). An interesting example of a decoy lncRNA is growth arrest-specific 
5 (GAS5; NCRNA00030). It accumulates in growth-arrested cells, for example after 
serum starvation and it functions as a repressor for glucocorticoid receptor (GR) 
(Kino et al, 2010). Mechanistically it interacts with the DNA-binding domain of the 
GR and inhibits the receptor from binding to its target regulatory regions of the 
glucocorticoid-responsive genes (Kino et al, 2010). Another example of a decoy 
lncRNA is so called miRNA sponge. The competitive endogenous RNA (ceRNA) 
hypothesis suggests that RNA-transcripts can decoy miRNAs in case they have 
complementary miRNA-binding sites with the target mRNA (reviewed in Thomson 
& Dinger, 2016). Therefore, lncRNAs can regulate for example mRNA stability by 
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competing miRNA targeting (reviewed in Bayoumi et al, 2016). This seems to be a 
central function especially for circRNAs, however it remains to be elucidated how 
the endogenously expressed miRNA sponges work in the physiological context 
(reviewed in Thomson & Dinger, 2016). In addition to miRNA targeting there are 
also lncRNAs which can bind directly to mRNA and modulate its stability (Gong & 
Maquat 2011; Gong et al, 2015; Faghihi et al, 2008). The previous examples of guides 
and decoys demonstrate how lncRNAs can regulate gene transcription indirectly by 
interacting with gene regulatory complexes or miRNAs. It is important to note that 
lncRNAs can inhibit transcription directly as well. A few lncRNAs have been shown 
to directly bind to RNA Pol II leading to transcription inhibition (Espinoza et al, 
2004; Mariner et al, 2008). Additionally, lncRNA binding to genomic DNA may 
inhibit pre-initiation complex assembly and gene transcription (Martianov et al, 
2007). 
Scaffold lncRNAs are lncRNAs that are interacting with proteins or RNP 
complexes bringing together different effectors and allowing proper organization of 
a functionally active RNP complex (reviewed in Wang & Chang, 2011). In this way 
lncRNAs are able to modulate a variety of different regulatory functions in the cell 
(reviewed in Geisler & Coller, 2013). One well-studied example of a scaffold lncRNA 
is HOX antisense transcript RNA (NCRNA00072), better known as HOTAIR. It 
simultaneously binds to PRC2-complex and another chromatin modifying complex, 
LSD1/coREST/REST, to mediate gene silencing (Tsai et al, 2010). Another 
scaffolding function for HOTAIR has been shown, where it associates with E3 
ubiquitin ligases and their respective substrates, facilitating degradation of the target 
transcripts (Yoon et al, 2013). There is also evidence for lncRNAs in organizing the 
nuclear structure. Nuclear Enriched Abundant Transcript 1 (NEAT1; LINC00084) 
is a classic example of a lncRNA working as an assembly platform required for 
nuclear paraspeckle formation and maintenance (Mao et al, 2011). In this case 
NEAT1 works as a scaffold for recruiting proteins to assemble paraspeckles at 
NEAT1 gene loci. It has been also proposed that there might be several other 
lncRNAs whose transcription may serve as a mark for nuclear proteins to pull the 
genomic DNA into new positions, therefore changing the 3D organization of the 
genome (Melé & Rinn, 2016). 
2.2.4.3 LncRNAs in cancer 
A lot of effort has been done in characterizing the driver mutations in the genes that 
are regulating fundamental signaling pathways, such as p53 and Myc (reviewed in 
Garraway & Lander, 2013). For example, even a small change in the DNA such as a 
point mutation or single-nucleotide polymorphism (SNP) can alter the amino acid 
composition of a signaling protein disrupting its function. Similarly, SNPs can affect 
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lncRNA structure and functionality (Lai et al, 2013; Tan et al, 2017; reviewed in Gao 
& Wei, 2017). Moreover, a significant part of mutations reside in the non-coding 
regions of the genome which may affect gene expression due to alterations in gene 
regulatory areas, but lncRNA expression can be affected as well (reviewed in 
Khurana et al, 2016; Schmitt & Chang, 2016; Gao & Wei, 2017). In this regard it is 
not surprising that several cancer-related lncRNAs are transcribed from loci that are 
associated with increased cancer risk (reviewed in Cheetham et al, 2013; Gao & Wei, 
2017). 
Deregulation of lncRNAs has been noted in many human cancers and their 
functional importance in cancer is emerging (reviewed in Gutschner & Diederichs, 
2012; Schmitt & Chang, 2016; Lin & Yang, 2018). Similarly to proteins, lncRNAs are 
found to be important regulators at different stages of tumorigenesis; regulators of 
proliferative signaling, angiogenesis, invasion, epigenetics, et cetera (reviewed in 
Gutschner & Diederichs). Differential lncRNA expression in cancer could be utilized 
by using them as prognostic and diagnostic markers (reviewed in Qi et al, 2016; Silva 
et al, 2015). LncRNAs have been implicated in drug resistance of cancer cells 
(reviewed in Deng et al, 2016). Therefore a specific lncRNA expression signature 
could be used to help to distinguish patients with good chemo-response and drug 
resistance. Moreover, a deeper understanding of their functional mechanisms may 
provide novel lncRNA-targeted therapies for cancer treatment (reviewed in Leucci, 
2018; Slaby et al, 2017; Sánchez & Huarte, 2013). Here, I will describe a few examples 
of functionally relevant lncRNAs in cancer. 
H19 (LINC00008) is one of the most extensively studied lncRNAs today, 
originally found in the 1990s and it presents one the earliest clues of functional 
lncRNAs, even though the definition did not exist at the time (Brannan et al, 1990). 
It was first identified as a highly expressed RNA in mouse embryo, mutually 
imprinted with its neighboring insulin-like growth factor 2 gene, IGF2 (Brannan et 
al, 1990). Several lines of evidence support a tumorigenic role for H19 (reviewed in 
Yoshimura et al, 2018), however it may act differentially depending on the cell 
developmental stage (reviewed in Raveh et al, 2015). Firstly, it is a source for miR-
675, which is expressed from the first exon of H19 gene (Cai & Cullen, 2007). This 
miRNA functions as oncogene in many malignancies by targeting important 
regulators, such as tumor-suppressive retinoblastoma protein (Rb) (reviewed in 
Raveh et al, 2015). It has been also implicated in EMT by targeting several EMT-
markers (Matouk et al, 2014; Kim et al, 2014). H19 can also decoy miRNAs, such as 
the let-7 miRNAs (Kallen et al, 2013). Secondly, there seems to be a link between H19 
and p53 regulation. H19 expression is repressed by p53 (Dugimont et al, 1998), but 
under hypoxic stress H19 expression is induced in p53-impaired cells (Matouk et al, 
2010). Moreover, H19 has been shown to regulate polyploidy (Shoshani et al, 2012). 
For example, when cells are in unstable state due to impaired p53 function H19 
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expression is induced, which prevents cells becoming polyploid (Ravid et al, 2014). 
By resisting polyploidy-mediated growth arrest H19 has an advantage to accelerate 
uncontrolled cell proliferation, which further increases accumulation of DNA-
mutations (reviewed in Raveh et al, 2015). Overall, H19 is regulating tumor 
progression on many different levels in a complex but coordinated manner 
(reviewed in Raveh et al, 2015). 
MALAT1 (metastasis associated lung adenocarcinoma transcript 1) is another 
well characterized lncRNA involved in various cellular processes and implicated as a 
tumor promoting factor in many cancers (reviewed in Zhang et al, 2017). MALAT1, 
also known as NEAT2 (LINC00047), is transcribed from the same gene locus as 
NEAT1, a functional scaffolding lncRNA in the nuclear paraspeckles (Mao et al, 
2011). However, there is no significant homology between them (Hutchinson et al, 
2007). In fact, despite their similar localization in the nuclear speckles, they have 
distinct functions. As indicated by its name, MALAT1 was found to be highly 
enriched in metastasis associated non-small cell lung cancer (NSCLC) tumors when 
compared to non-metastasizing tumors (Ji et al, 2003). Later on, its elevated 
expression was noted in hepatocellular carcinoma (Lin et al, 2007), endometrial 
stromal sarcomas (Yamada et al, 2006) and many other human cancers (reviewed in 
Gutschner et al, 2013). The primary, nuclear-localizing MALAT1 transcript is 
processed so that the poly(A) tail is cleaved, generating a very stable triple-helix 
structure to the 3’end of the RNA (Wilusz et al, 2008; Brown et al, 2014). This 
structure protects MALAT1 from exonucleolytic degradation, but it may have 
additional functional role in nuclear transport and translation (reviewed in Wilusz, 
2016). MALAT1 has shown to regulate alternative splicing by interacting with pre-
mRNA splicing factors, such as SRSF1, and controlling their spatial distribution to 
nuclear speckles (Tripathi et al, 2010). MALAT1 knockdown was shown to reduce 
alternative splicing of oncogenic isoforms of previously reported SRSF1 target genes 
(Malakar et al, 2017). In addition, a recent study elucidates how MALAT1 is 
aberrantly delocalized from the nuclear speckles by a SRSF1-ID4-mutp53 protein 
complex (Pruszko et al, 2017). This enables MALAT1 recruitment on vascular 
endothelial growth factor A (VEGFA) pre-mRNAs and production of pro‐
angiogenic VEGFA isoforms in breast cancer, supporting the role of MALAT1 in 
alternative splicing (Pruszko et al, 2017). Interestingly, Malat1 gene depletion results 
in perfectly viable mice with no apparent abnormalities, but the pre-mRNA splicing 
or the localization of nuclear speckle components is not affected in these mice 
(Nakagawa et al, 2012; Zhang et al, 2012). It seems that MALAT1 may not be 
regulated similarly in mice and humans, especially in a normal physiological stage. 
Nevertheless, it may acquire a specific function during tumorigenesis. 
MEG3 (maternally expressed 3; LINC00023) is a lncRNA functioning as tumor 
suppressor (reviewed in Balas & Johnson, 2018; Zhou et al, 2012). It is widely 
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expressed in normal human tissues and the loss of MEG3 expression due to 
epigenetic silencing of MEG3 gene promoter is reported in several cancer types (Gao 
et al, 2017; Zhang et al, 2010; Anwar et al, 2012; Benetatos et al, 2008; Sheng et al, 
2014). Similarly to H19, MEG3 has been shown to bind to chromatin modifying 
protein complexes, such as PRC2 to regulate gene expression (Mondal et al, 2015). 
One of these targets is transforming growth factor beta (TGF-β) pathway, which is 
strongly related to EMT regulation (Mondal et al, 2015). Additionally, MEG3 has 
been shown to bind and stabilize p53 (Zhu et al, 2015). It also activates p53 by 
repressing expression of MDM2 proto-oncogene, which is a known E3 ubiquitin 
ligase mediating p53 degradation (Zhou et al, 2007). In several studies MEG3 re-
expression has been shown to inhibit tumor growth in vitro and in vivo (Jin et al, 
2018; Xu et al, 2018; Zhang et al, 2017). MEG3 gene deletion results in perinatal death 
in mice, indicating a crucial role for MEG3 in embryonic development (Takahashi 
et al, 2009). Therefore, studying MEG3 function in tumorigenesis in vivo seems 
challenging. By studying mouse embryos Takahashi and colleagues showed that 
teratomas derived from meg-/+ embryos exhibited hypertrophic growth compared to 
the control group (Takahashi et al, 2015). Additionally, a study by Gordon and 
colleagues indicates that MEG3 has a regulatory function in brain vascularization 
and it may inhibit tumorigenesis by suppressing angiogenesis (Gordon et al, 2010). 
Overall, these results implicate a pivotal role for MEG3 functioning as a tumor 
suppressor.  
2.2.5 Importance of lncRNAs in cutaneous biology 
2.2.5.1 Functionally relevant lncRNAs in the skin 
Several lncRNAs have been characterized in different skin malignancies, which will 
be discussed more closely in the next chapters. However, not much is known about 
the role of lncRNA in normal skin homeostasis. Environmental stress can specifically 
induce or repress lncRNA expression, shown in several human cell lines (Sánchez et 
al, 2014; Chang et al, 2014; Place & Noonan, 2014; Turner et al, 2014) and the same 
applies to skin. UV-irradiation, especially the UVB with higher tendency for skin 
cancer formation, has shown to affect the transcriptional profile of lncRNAs in 
normal keratinocytes (Kim et al, 2017), fibroblasts (Li et al, 2018) and melanocytes 
(Zeng et al, 2016). Moreover, UVA and UVB regulate expression of different set of 
lncRNAs in keratinocytes (Yo & Rünger, 2017), which highlights the differential 
cellular response to UVA and UVB. It is well known that the most effective way to 
prevent skin cancer is to avoid exposure to sun UV-light. However, recent findings 
strongly support cancer protecting role also for vitamin D (reviewed in Reichrath et 
al, 2017). Vitamin D signaling affects lncRNA expression as well (Jiang & Bikle, 
Review of Literature 
 39 
2014). Interestingly, keratinocytes lacking vitamin D receptor show a distinct 
lncRNA expression pattern with increased expression of oncogenic lncRNAs and 
decreased expression of tumor-suppressive lncRNAs (Jiang & Bikle, 2014), 
supporting the cancer protecting role for vitamin D signaling in skin. Overall, these 
expression profiling studies may give important clues of the protective roles of 
certain lncRNA against skin cancer progression. On the other hand, some of these 
lncRNAs may function as tumor-promoters.  
To provide more insight to the functional mechanisms for lncRNAs in epidermal 
regulation, a few examples will be discussed here in detail. DANCR (differentiation 
antagonizing non-protein coding RNA; KIAA0114), as implied by its name it is a 
differentiation antagonizing lncRNA. In the study by Kretz and colleagues (Kretz et 
al, 2012) primary human keratinocytes were treated with calcium to induce 
differentiation and cells were subjected to RNA sequencing. Differentially expressed 
transcripts were compared with chromatin signatures to explore their transcription 
dynamics during differentiation. They found DANCR to be suppressed during 
terminal differentiation and it was also downregulated in the basal layer of mature 
human epidermis compared to the suprabasal layer (Kretz et al, 2012). Silencing of 
DANCR expression in progenitor keratinocytes led to induction of genes associated 
with epidermal differentiation, such as filaggrin, loricrin, involucrin, and S100 
calcium-binding proteins A8 and A9 (Kretz et al, 2012). Moreover, silencing of 
DANCR in organotypic epidermal tissue resulted in expression of differentiation 
proteins in the basal layer, where they are not normally expressed. These results 
implicate that DANCR is required to maintain epidermal progenitor cells in 
undifferentiated state. Further study by the same group (Lopez-Pajares et al, 2015) 
found DANCR to be a negative regulator of MAF and MAFB transcription factors, 
which are important regulators of differentiation in various cell types. DANCR 
represses their expression epigenetically by guiding a chromatin modifying protein 
complex to their gene promoters. Subsequent studies have shown similar function 
for DANCR for instance in osteoblast differentiation (Zhu & Xu, 2013). In addition 
to DANCR, two other lncRNAs, LINC00941 and BLNCR (beta1-adjacent long non-
coding RNA), have been recently implicated in keratinocyte differentiation (Ziegler 
et al, 2019; Tanis et al, 2019). LINC00941 represses keratinocyte differentiation by 
antagonizing the function of SPRR5, a previously uncharacterized molecule which is 
a positive regulator of keratinocyte differentiation (Ziegler et al, 2019). 
Downregulation of BLNCR expression was noted during keratinocyte differentiation 
and transcription of BLNCR was shown to be activated by p63 and AP-1 
transcription factors (Tanis et al, 2019). BLNCR expression was co-regulated with 
ITGB1 (integrin beta 1), which is located adjacent to BLNCR and transcribed in the 
opposite direction. The authors of this study propose that the loss of BLNCR 
Minna Piipponen 
 40
expression is an early event when keratinocytes lose their proliferative capacity and 
proceed to terminal differentiation (Tanis et al, 2019).  
In contrast to DANCR, TINCR (terminal differentiation-induced ncRNA; 
LINC00036) promotes epidermal differentiation. Kretz and colleagues identified 
TINCR among the most highly expressed lncRNAs in differentiating keratinocytes 
and specifically enriched in the differentiated layers of human epidermis (Kretz et al, 
2013). They noted that formation of the epidermal barrier was disturbed in TINCR-
depleted organotypic human epidermal tissue (Kretz et al, 2013). To support this 
observation, transcriptome profiling revealed several epidermal barrier formation –
related genes to be regulated by TINCR. The functional mechanism of TINCR was 
examined in two ways. First, TINCR-binding RNAs were detected by hybridizing 
biotinylated TINCR transcripts in keratinocytes, followed by RNA pull-down and 
deep sequencing. TINCR-interacting genes were enriched with differentiation-
related genes, suggesting a post-transcriptional mechanism for regulation by 
TINCR. A specific 25-nucleotide motif was found to be necessary for the RNA-
mRNA interaction. Next, TINCR protein targets were examined by using a 
microarray analysis with fluorescently labeled TINCR transcripts (Kretz et al, 2013). 
The strongest signal for TINCR binding was detected by staufen double-stranded 
RNA binding protein 1 (STAU1), a well-studied RNA-binding protein. Interestingly, 
there was a significant overlap between gene expression profiles of TINCR- and 
STAU1-depleted epidermis, indicating that they are both required for epidermal 
differentiation. In addition, they seem to function by stabilizing mRNAs rather than 
targeting them to degradation. In contrast to DANCR, TINCR was identified as a 
positive upstream regulator for MAF and MAFB transcription factors by stabilizing 
their mRNA stability (Lopez-Pajares et al, 2015). In another study TINCR was shown 
to stabilize mRNA of calmodulin like 5 (CALML5), an epidermal differentiation 
promoting protein enriched in the differentiated layers of human epidermis (Sun et 
al, 2015). Altogether, these observations implicate TINCR as a key mediator in 
driving epidermal differentiation. Similarly to TINCR, a recently identified novel 
lncRNA SMRT-2 (SCC misregulated transcript 2) was shown to be induced during 
keratinocyte differentiation and SMRT-2 knockdown resulted in altered gene 
expression signature, which may occur via transcriptional regulators KLF4 (Kruppel 
Like Factor 4) and ZNF750 (Zinc Finger Protein 750) (Lee et al, 2018).   
2.2.5.2 Involvement of lncRNAs in skin disorders 
LncRNA expression profiles are explored in several skin disorders, for instance in 
abnormal scarring (Liang et al, 2015; Li et al, 2015; Sun et al, 2017; Tu et al, 2018), 
psoriasis (Ahn et al, 2016; Tsoi et al, 2015; Gupta et al, 2016) and actinic dermatitis 
(Lei et al, 2017). Interestingly, there are also few lncRNAs associated with rare genetic 
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syndromes with cutaneous defects, such as Beckwith–Wiedemann and McCune–
Albright syndromes (reviewed in Wan & Wang, 2014). There is still a lack of detailed 
characterization of the functionally relevant lncRNAs in many of these disorders. 
However, one good example of a psoriasis associated lncRNA is described here in 
more detail. 
LncRNA PRINS (psoriasis susceptibility-related RNA gene induced by stress; 
NCRNA00074) is the first lncRNA characterized in psoriasis (Sonkoly et al, 2005). 
Its expression was higher in the uninvolved epidermis of psoriatic patients compared 
with healthy epidermis. It was specifically induced in HaCaT cells after serum 
starvation, UVB-irradiation, viral infection or translational inhibition, suggesting a 
protective role for PRINS in cellular stress response (Sonkoly et al, 2005). Further 
studies by the same group revealed two target genes for PRINS – G1P3 (or interferon 
alpha inducible protein 6, IFI6) and nucleophosmin 1 (NPM1) (Szegedi et al, 2010 
and 2012). PRINS was shown to positively regulate G1P3, which was found 
remarkably abundant in psoriatic lesional tissue, indicating a possible role for G1P3 
in the pathogenesis of the disease (Szegedi et al, 2010). NMP1 was found to physically 
interact with PRINS, which was shown by in vitro pull-down assay and by examining 
their expression patterns in the epidermis (Szegedi et al, 2012). Induction of PRINS 
by UVB was shown in the previous study (Sonkoly et al, 2005). Interestingly, NPM1 
is also known to be regulated by UVB in fibroblasts and cancer cells, resulting in 
nucleoplasmic translocation of the nucleolar NPM1. Here, NPM1 translocation was 
inhibited in PRINS-depleted keratinocytes after UVB treatment, indicating that by 
physically interacting with NPM1 PRINS is modulating its intracellular shuttling 
(Szegedi et al, 2012). In addition to these functional findings for PRINS, a recent 
study shows that PRINS has an important role in keratinocyte innate immune 
response in regulating cytokine expression (Danis et al, 2017), highlighting the 
association with PRINS in psoriasis susceptibility.  
The role of lncRNAs in skin wound healing is largely unknown, even though 
functions of miRNAs are widely studied in wound healing (reviewed in Herter & Xu 
Landén, 2017). LOC100130476 and LOC105372576 are recently identified lncRNAs, 
both observed with reduced expression levels in chronic non-healing wounds 
compared to normal skin (Herter et al, 2018; Li et al, 2019). Induced expression of 
LOC100130476 led to restriction of inflammatory chemokine production and 
improved wound healing and based on these findings it was named WAKMAR2, 
wound and keratinocyte migration associated lncRNA 2 (Herter et al, 2018). 
LOC105372576, named WAKMAR1 (wound and keratinocyte migration-associated 
lncRNA 1) was shown to regulate keratinocyte motility through E2F1 transcription 
factor (Li et al, 2019). Similarly to WAKMAR2, induced expression of WAKMAR1 
resulted in increased keratinocyte migration and re-epitelization of human ex vivo 
wounds (Li et al, 2019). Together, WAKMAR1 and WAKMAR2 deficiency may be 
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associated with the pathogenesis of chronic wounds. In another study MALAT1 was 
shown to stimulate healing of ischemic wounds in vivo by treating the wounds with 
conditioned media enriched in MALAT1-containing exosomes (Cooper et al, 2018). 
The same treatment increased migration of human dermal fibroblasts in vitro, 
whereas treatment with MALAT1-depleted exosomes decreased their migration 
(Cooper et al, 2018). Similarly to MALAT1, exosomal delivery of lncRNA H19 was 
shown to improve angiogenesis and healing of diabetic wounds in a diabetic rat 
model (Tao et al, 2018). Interestingly, even though MALAT1 and H19 are mainly 
linked to cancer progression, they may be used therapeutically to improve chronic 
wound closure. Topically applied mevastatin, a cholesterol-reducing agent, has been 
shown to promote wound healing in vivo by inducing epithelialization and 
keratinocyte-driven angiogenesis (Sawaya et al, 2018). Cholesterol is synthetized in 
the epidermis and it is a precursor for cortisol, which is a negative regulator of wound 
healing acting via glucocorticoid receptor (GR) (Vukelic et al, 2011). Here, 
mevastatin was shown to block GR activation and cortisol synthesis by inhibiting c-
myc (Sawaya et al, 2018). GAS5 lncRNA, a known GR repressor (Kino et al, 2010) 
was strongly induced by mevastatin in diabetic foot ulcers in vivo and GAS5 
overexpression in spontaneously immortalized keratinocyte cells (HaCaT) led to c-
myc inhibition (Sawaya et al, 2018). Collectively, these lncRNAs may work as 
potential therapeutic targets in treating chronic non-healing wounds. 
2.2.5.3 Emerging roles of lncRNAs in skin cancers  
As mentioned previously, lncRNA expression is altered in the skin after UV-
irradiation (Kim et al, 2017; Li et al, 2018; Zeng et al, 2016; Yo & Rünger, 2017), 
indicating that some of them might have a protective role in skin cancer formation. 
In some instances, lncRNA expression or regulation may be disturbed for example 
due to genetic alteration in cancer. This is very likely particularly in skin cancers, as 
they are highly susceptible for UV-induced mutations that arise early in skin 
carcinogenesis (reviewed in Chen et al, 2014). Many skin cancer associated gene 
mutations are characterized, such as p53, however the impact on lncRNA regulation 
by UV-induced mutations is not known.  
BRAF is a well-studied serine/threonine kinase which is mutationally activated 
in many human cancers, including melanoma (reviewed in Holderfield et al, 2014). 
Paradoxically, the majority of BRAF mutations arise in skin areas without chronic 
sun-induced damage (Curtin et al, 2005). In an intriguing study by Flockhart and 
colleagues transcriptome profiles between normal melanocytes and BRAF-mutant 
melanomas were compared to identify new BRAF-oncogene targeted genes in 
melanoma progression (Flockhart et al, 2012). They discovered lncRNA BANCR 
(BRAF-activated non-protein coding RNA) as one of the most highly induced 
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transcripts by oncogenic BRAF, and it was shown to regulate melanoma cell 
migration (Flockhart et al, 2012). Another fine example of a lncRNA deregulated by 
genetic alteration is SAMMSON, survival associated mitochondrial melanoma 
specific oncogenic non-coding RNA (LINC01212). Leucci and colleagues discovered 
the SAMMSON gene co-amplified with a focal amplification of chromosome 3p13-
3p14, a known gene alteration which is associated with a poor prognosis in a subset 
of melanomas (Leucci et al, 2016). This area encompasses MITF gene 
(microphthalmia-associated transcription factor) approximately 30 kilobases 
upstream of SAMMSON and it is an important regulator of melanocyte survival and 
pigment production. However, when amplified or mutated, MITF has an oncogenic 
role in melanoma progression (Garraway et al, 2005; Yokoyama et al, 2011). 
SAMMSON expression was positively correlated with melanoma malignancy and 
copy number gain (Leucci et al, 2016). Furthermore, it was shown to promote 
melanoma growth and survival via mitochondrial p32 protein (Leucci et al, 2016). 
There was no correlation in MITF and SAMMSON expression levels in clinical 
melanoma samples, and MITF expression was not affected in cis by SAMMSON 
(Leucci et al, 2016). Therefore, even though SAMMSON and MITF are not co-
regulated, the MITF-SAMMSON amplicon may be beneficial for transforming 
melanocytes due to their combined, oncogenic regulatory role in melanoma.  
While many lncRNAs have been characterized in melanoma (reviewed in Richtig 
et al, 2017) the role of lncRNAs in non-melanoma skin cancers is not well 
understood. A literature search revealed a few lncRNAs implicated in non-
melanoma skin cancer, such as TINCR and SMRT-2 (Table 1). They are both 
differentiation promoting lncRNA in keratinocytes and decreased expression of 
TINCR and SMRT-2 was noted in human cSCC specimens (Kretz et al, 2013; Lee et 
al, 2018). Additionally, a notable decrease in TINCR expression was reported in 
murine DMBA/TPA-induced cSCC tumors compared to normal skin (Ponzio et al, 
2017). SMRT-2 expression was shown to be markedly suppressed also in Ras-driven 
human organotypic neoplasia, suggesting a tumor-suppressive role for SMRT-2 in 
cSCC (Lee et al, 2018). TINCR and SMRT-2 may function as tumor-suppressive 
lncRNAs in cSCC, especially as lack of differentiation is associated with poor 
prognosis and a risk factor for metastatic cSCC (reviewed in Kallini et al, 2015). 
Based on the literature LINC00319, LINC00520, LINC01048 and MALAT1 are the 
only functionally studied lncRNAs in human cSCC (Li et al, 2018; Mei & Zhong, 
2019; Chen et al, 2019; Zhang et al, 2019). In addition, a novel lncRNA transcript, 
AK144841 found in mouse DMBA/TPA-induced cSCC may present a novel tumor 
promoter (Ponzio et al, 2017), however its contribution to human cSCC remains to 
be elucidated. Of note, none functionally characterized lncRNAs in basal cell 
carcinoma (BCC) were found. LincRNA-p21 is highly inducible by UVB in human 
and mouse keratinocytes and in mouse skin in vivo (Hall et al, 2015). Moreover, the 
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transcriptional response was shown to be p53-dependent. LincRNA-p21 is an 
important regulator of UVB-induced apoptosis in keratinocytes (Hall et al, 2015). 
Interestingly, both lincRNA-p21 expression and UVB-induced apoptosis were 
significantly inhibited in mouse epidermis harboring a mutation in a single p53 allele 
(Hall et al, 2015). These results indicate a protective role for lincRNA-p21 in skin 
carcinogenesis. 
Table 1. Long non-coding RNAs implicated in keratinocyte cancers. 
LncRNA Expression Function Reference 
TINCR Downregulated in cSCC Controls human epidermal 
differentiation by stabilization of 
differentiation mRNAs 
Kretz et al, 
2013 
SMRT-2 Downregulated in cSCC Mediates keratinocyte differentiation  Lee et al, 
2018 
LINC00319 Upregulated in cSCC Regulates cell growth, migration, 
invasion and apoptosis by miR-1207-
5p-mediated regulation of cyclin-
dependent kinase 3 
Li et al, 2018 
LINC00520 Downregulated in cSCC Inhibits cSCC progression by 
targeting EGFR and PI3K/AKT 
signaling pathways 
Mei & Zhong, 
2019 
LINC01048 Upregulated in cSCC Interacts with TAF15 transcription 
factor to induce YAP1 transcription 
and tumorigenic function via Hippo 
signaling pathway 
Chen et al, 
2019 
MALAT1 Upregulated in cSCC Positively regulates EGFR protein 
expression via c-MYC and KTN1 
Zhang et al, 
2019 
lincRNA-p21 Induced in mouse and 
human keratinocytes by 
UVB 
Tumor suppressive role in triggering 
UVB-induced apoptotic death 
Hall et al, 
2015 
AK144841 Induced in mouse 
DMBA/TPA-induced 
cSCC 
Downregulates several anticancer 
and cell differentiation genes in 
mouse 
Ponzio et al, 
2017 
H19,            
Hottip,      
Nespas, 
mHOTAIR, 
Malat1,           
SRA 
Upregulated in vitamin D 
receptor (VDR) deleted 
mouse keratinocytes and 
epidermis 






Foxn2‐as,       
Gtl2‐as,         
H19‐as 
Inhibited in VDR-deleted 
mouse keratinocytes and 
epidermis 




H19,       
CASC15,    
SPRY4-IT 




3 Aims of the Study 
1. To investigate the role of deregulated lncRNAs in cSCC and to elucidate their 
role in cSCC progression. The main objective is to find and characterize new 
biomarkers for evaluating the risk of progression and metastasis of cSCC and 
identify novel therapeutic targets for recurrent and metastatic cSCC. (I) 
2. To investigate the functional role of lncRNA PICSAR in cSCC progression. 
(II) 
3. To investigate the role of lncRNA PRECSIT in cSCC progression. (III) 
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4 Materials and Methods 
4.1 Ethical issues (I, II, III) 
The use of normal skin and tumor samples was approved by the Ethics Committee 
of the Hospital District of Southwest Finland. A written informed consent was given 
from all the participants and the study was performed with the permission of Turku 
University Hospital according to the Declaration of Helsinki. The experiments with 
mice were carried out with the permission of the State Provincial Office of Southern 
Finland. 
4.2 Cells and tumor samples 
4.2.1 Normal human epidermal keratinocytes (I, III) 
Normal human epidermal keratinocytes (NHEKs) were established from skin of 
healthy individuals undergoing mammoplasty (Farshchian et al, 2011). NHEK-PC 
was purchased from PromoCell (Heidelberg, Germany). The HaCaT cell line was 
kindly provided by Dr. Norbert E. Fusenig (Deutsches Krebsforschungszentrum, 
Heidelberg, Germany). NHEKs and HaCaT cells were cultured as previously 
described (Riihilä et al, 2014; Farshchian et al, 2015). 
4.2.2 Human cSCC cell lines (I, II, III) 
Human primary (n = 5; UT-SCC-12A, UT-SCC91, UT-SCC105, UT-SCC111 and 
UT-SCC118) and metastatic (n = 3; UT-SCC7, UT-SCC59A and UT-SCC115) cSCC 
cell lines were established from surgically removed SCCs of the skin in Turku 
University Hospital and cultured as previously described (Riihilä et al, 2014). The 
authenticity of the cell lines has been verified by short tandem repeat profiling 
(Farshchian et al, 2017b). To determine the p53 mutational status of cSCC cells TP53 
single-nucleotide variants were examined with the Integrative Genomics Viewer 2.3 
software (https://software.broadinstitute.org/software/igv/) (Robinson et al, 2011) 
using the RNA-seq data of cSCC cells (Farshchian et al, 2017a; GSE66412) (III, 
Supplementary Figure S1 and Supplementary Table S1). 
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4.2.3 Tissue samples of cSCC tumors and normal skin (I) 
Tissue samples from primary cSCC tumors were collected from surgically 
removed tumors in the Turku University Hospital (Farshchian et al, 2011). 
Normal skin tissue samples were collected from the upper arm of healthy 
volunteers during a mammoplasty operation. Total RNA was extracted from 
tissue samples using RNeasy mini kit (Qiagen, Germantown, MD) and subjected 
for qRT-PCR analysis. 
4.2.4 Tissue microarrays (I, III) 
Tissue microarrays consisting of paraffin-embedded and formalin-fixed samples 
from normal sun-protected skin (n = 10), seborrheic keratosis (n = 26), actinic 
keratosis (n = 50), cSCC in situ (n = 25), and invasive cSCC (n = 81) were generated 
from the archival paraffin blocks from the Department of Pathology, Turku 
University Hospital (Riihilä et al, 2015; Farshchian et al, 2015). 
4.3 Antibodies 
The following antibodies used in the original publications (I-III) are listed in Table 
2 (WB, Western blot; IHC, immunohistochemistry; FC, flow cytometry; IFM, 
immunofluorescence microscopy). 
Table 2. Antibodies used in the original publications. 
 Antigen Catalog no. Supplier Method 
I pERK1/2 9101 Cell Signaling Technology, Beverly, MA WB 
I ERK1/2 9102 Cell Signaling Technology WB 
I DUSP6 sc-28902 Santa Cruz Biotechnology, Dallas, TX WB 
I p38α 05-454 Thermo Fisher Scientific, Fremont, CA WB 
I p38δ sc-7585 Santa Cruz Biotechnology WB 
I pCREB 9191 Cell Signaling Technology WB 
I Ki-67 (MIB-1) M7240 Agilent Technologies, Santa Clara, CA IHC, WB 
II Integrin α2 555668 BD Biosciences, San Jose, CA FC 
II Integrin α5 555615 BD Biosciences FC 
II Integrin β1 553715 BD Biosciences FC 
II Integrin α2 MCA2025 Bio-Rad, Hercules, CA IFM 
II Integrin α5 AB1949 Merck Millipore, Burlington, MA IFM 
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 Antigen Catalog no. Supplier Method 
II 
Alexa Fluor® 488 
conjugated 
phalloidin 
A12379 Invitrogen, Carlsbad, CA, USA IFM 
II pSrc 2101 Cell Signaling Technology WB 
II Src 2108 Cell Signaling Technology WB 
III p53 DO-1 Santa Cruz Biotechnology WB 
III p53 DO-7 Sigma-Aldrich, St Louis, MO IHC 
III p21 2G12 BD Biosciences WB 
III pSTAT3 D3A7 Cell Signaling Technology WB, IHC 
III STAT3 124H6 Cell Signaling Technology WB 
III MMP-1 IM35L CalbioChem, La Jolla, CA WB 
III MMP-3 HPA007875 Sigma-Aldrich WB 
III MMP-10 MA5-14233 Thermo Fisher Scientific WB 
III MMP-13 IM64L CalbioChem WB 
III TIMP-1 IM32 CalbioChem WB 
III CD34 sc-18917 Santa Cruz Biotechnology IHC 
I-III β-actin A-1978 Sigma-Aldrich WB 
4.4 Quantitative real-time PCR 
Total RNA was extracted from the cultured cSCC cells and tissue samples using 
RNeasy mini kit (Qiagen) and cDNA was synthetized. RealTimeDesign Software 
(https://www.biosearchtech.com) was used to design specific primers and probes 
(Oligomer, Helsinki, Finland). All the primers and probes used in the original 
publications (I-III) are listed in Table 3. All qRT-PCR reactions were performed in 
triplicate using the ABI 7900 (Applied Biosystems, Carlsbad, CA) or QuantStudio 
12K Flex (Thermo Fisher Scientific) system at the Finnish Functional Genomics 
Centre (FFGC) in Turku, Finland. The standard curve method was used to analyze 
the results (Larionov et al, 2005). 
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Table 3. Primers and probes used in the original publications in qRT-PCR. 
 Primer or probe Sequence 
I, II  PICSAR forw 5′-TGC CTG GAC TTT CAA GAG GTA A-3′ 
 PICSAR rev 5′-GCT CTC AGT CAG CAG ACA CTT-3′ 
 PICSAR probe 5′-Fam CCG AGC TCT GCT CTG AGG CCT BHQ1-3′ 
I DUSP6 forw 5′-GCC GCA GGA GCT ATA CGA G-3′ 
 DUSP6 rev 5′-ACC GGC AGG TTA CCC TTC T-3′ 
 DUSP6 probe 5′-Fam TCG TCG CAC ATC GAG TCG GC BHQ1-3′ 
II Integrin α2 forw 5′‐TGG ATT TGC GTG TGG ACA TC‐3′ 
 Integrin α2 rev 5′‐GGC AGT TCT AGA ATA GGC TTC AA‐3′ 
 Integrin α2 probe 5′‐Fam-TCT GGA AAA CCC TGG CAC TAG CCC TG-BHQ1‐3′ 
II Integrin α5 forw 5′-GGG TGG CCT TCG GTT TAC AG-3′ 
 Integrin α5 rev 5′-GCT TTG CGA GTT GTT GAG ATT C-3′ 
 Integrin α5 probe 5′-Fam TCC CTC ATC TCC GGG ACA CTA A BHQ1-3′ 
II Integrin β1 forw 5′-CAA GGG CAA ACG TGT GAG A-3′ 
 Integrin β1 rev 5′-TGA AGG CTC TGC ACT GAA CA-3′ 
 Integrin β1 probe 5′-Fam TGT GTC AGA CCT GCC TTG GTG TC BHQ1-3′ 
III MALAT1 Proprietary (cat. Hs00273907_s1, Thermo Fischer Scientific) 
III MMP-1 forw 5′-AAG ATG AAA CGT GGA CCA ACA ATT-3′ 
 MMP-1 rev 5′-CCA AGA GAA TGG AAG AGT TC-3′ 
 MMP-1 probe 5′-Fam CAG AGA GTA CAA CTT ACA TCG TGT TGC GGC TC Tamra-3′ 
III MMP-3 Proprietary (cat. Hs00968305_m1, Thermo Fischer Scientific) 
III MMP-10 forw 5′-GGA CCT GGG CTT TAT GGA GAT AT-3′ 
 MMP-10 rev 5′-CCC AGG GAG TGG CCA AGT-3′ 
 MMP-10 probe 5′-Fam CAT CAG GCA CCA ATT TAT TCC TCG TTG CT Tamra-3′ 
III MMP-13 forw 5′-AAA TTA TGG AGG AGA TGC CCA TT-3′ 
 MMP-13 rev 5′-TCC TTG GAG TGG TCA AGA CCT AA-3′ 
 MMP-13 probe 5′-Fam CTA CAA CTT GTT TCT TGT TGC TGC GCA TGA Tamra-3′ 
I-III β-actin forw 5′-TCA CCC ACA CTG TGC CCA TCT ACG C-3′ 
 β-actin rev 5′-CAG CGG AAC CGC TCA TTG CCA ATG G-3′ 
 β-actin probe 5′-Fam CAG CGG AAC CGC TCA TTG CCA ATG G BHQ1-3′ 
I, II GAPDH forw 5′-ACC CAC TCC TCC ACC TTT GA-3′ 
 GAPDH rev 5′-TTG CTG TAG CCA AAT TCG TTG-3′ 
 GAPDH probe 5′-Fam ACG ACC ACT TTG TCA AGC TCA TTT CCT GGT BHQ1-3′ 
4.5 RNA sequencing and bioinformatic analyses 
RNA isolation for all RNA-seq analyses was done using the miRNeasy Mini Kit 
(Qiagen). The SOLiDTM Whole Transcriptome Analysis Kit (Applied Biosystems) 
was used to prepare the whole transcriptome libraries for cSCC cells (n = 8) and 
NHEKs (n = 4). The gene expression analysis was performed using the SOLiD 3Plus 
system at the FFGC. The reads were aligned against the human reference genome 
hg19. The quantile-to-quantile adjustment (R/Bioconductor package edgeR) was 
used in data normalization. LncRNA genes were identified based on annotated 
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lncRNAs by the HGNC (http://www.genenames.org). RNA-seq data of cSCC cell 
lines and NHEKs (GSE66412) is available online. 
The RNA-seq analyses for cSCC cells (UT-SCC12A, UT-SCC59A and UT-SCC118) 
after PICSAR knockdown and for cSCC cells (UT-SCC7, UT-SCC59A, UT-SCC105) 
after PRECSIT knockdown were performed using the Illumina HiSeq2500 system 
(Illumina, San Diego, CA) at the FFGC. The reads were aligned against the human 
reference genome hg19 for PICSAR knockdown RNA-seq and hg38 for PRECSIT 
knockdown RNA-seq. TMM normalization method was used for data normalization 
(R/Bioconductor package edgeR). Morpheus software was used to generate heatmaps 
(https://software.broadinstitute.org/morpheus). RNA-seq data was analyzed using 
Ingenuity Pathway Analysis (Ingenuity Systems, Redwood City, CA; FC log2 > 0.5, P < 
0.05), the Gene Ontology Enrichment Analysis (http://www.geneontology.org/), Kyoto 
Encyclopedia of Genes and Genomes Pathway Analysis (http://www.genome.jp/kegg/) 
and the Reactome Pathway Knowledgebase (https://reactome.org/). RNA-seq data of 
PICSAR knockdown cSCC cells (GSE77950) is available online.  
Following computational programs were used to evaluate potential miRNA 
binding sites in PICSAR; TargetScan (http://www.targetscan.org) (Agarwal et al, 
2015), miRWalk (http://mirwalk.umm.uni-heidelberg.de/) (Dweep and Gretz, 2015) 
and DIANA–lncBase v2 (www.microrna.gr/LncBase) (Paraskevopoulou et al, 2015). 
4.6 Western blot analysis 
Samples of cSCC cultures were analyzed by western blotting with antibodies listed in 
Table 2. Protein expression was quantitated using the LI-COR Odyssey® CLx 
fluorescent imaging system with fluorescently-labeled secondary antibodies (LI-
COR Biosciences, Lincoln, NE). 
4.7 Flow cytometry (II) 
To quantitate integrin expression on the cell surface cell cultures were trypsinized 
and 700 000 cells per sample was suspended in 1 % FCS-PBS and incubated on ice 
for 30 minutes. Cells were stained with monoclonal antibodies listed in Table 2 for 
1 hour in +4°C in agitation and washed with PBS. Alexa Fluor® 488 conjugated goat 
anti-mouse antibody was used as a secondary antibody (Table 2). FACSCalibur flow 
cytometer (BD Biosciences) was used for cell analysis at the FFGC. Flowing Software 
2.5.1 (Turku Centre for Biotechnology, University of Turku, Finland, 
www.flowingsoftware.com) was used for data analysis. 
To analyze cell cycle cSCC cultures were trypsinized 72 hours after siRNA 
transfection, followed by washing with PBS and suspension in sodium citrate buffer 
(40 mM Na-Citrate, 0.3% Triton X-100, 0.05 mg/ml propidium iodide, PBS). After 
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20 minutes of incubation cell cycle analysis was performed using BD LSR 
FortessaTM cell analyzer (BD Biosciences) at the Cell Imaging Core of the Turku 
Centre for Biotechnology, Turku, Finland. The FlowJo software, v.10 (Tree Star Inc., 
Ashland, OR) was used to analyze the results. 
4.8 Protein and RNA detection in fixed cells and 
tissues 
4.8.1 Immunofluorescence (II) 
Cell cultures were fixed with 4% paraformaldehyde-PBS for 10 minutes, blocked with 
3 % BSA-PBS for 30 minutes and permeabilized with 0.2 % Triton X-100-PBS for 5 
minutes. Cells were labeled with primary antibodies listed in Table 2 in 3 % BSA-
PBS for 3 hours. Alexa Fluor® 568 conjugated goat anti-mouse or anti-rabbit 
antibody (Invitrogen) was used as secondary antibody in 1:200 dilution together with 
Alexa Fluor® 488 conjugated phalloidin in 1:50 dilution in 3 % BSA-PBS. Hoechst 
33342 (Thermo Fisher Scientific) was used to visualize nuclei. Cells were mounted 
with Mowiol-DABCO (Sigma-Aldrich) and samples were examined with Zeiss 
AxioVert 200M (Carl Zeiss, Jena, Germany). 
4.8.2 RNA in situ hybridization (I, III) 
Formalin-fixed paraffin-embedded tissue samples were subjected for RNA in situ 
hybridization (RNA-ISH) analysis using QuantiGene® ViewRNATM ISH Tissue 
Assay kit (Affymetrix, Inc., Santa Clara, USA) with TYPE 1 probe set for PICSAR 
and TYPE 6 probe set for MMP13 (both from Affymetrix) according to the 
manufacturer’s instructions. Fast Red and Fast Blue substrates (Affymetrix) were 
used to detect alkaline phosphatase activity in TYPE 1 probe set for PICSAR and 
TYPE 6 probe set for MMP13, respectively. Tissue sections were visualized using a 
brightfield microscope Olympus BX60 (Olympus Optical Co., Ltd., Tokyo, Japan). 
For the negative control hybridization the probe sets were omitted. 
For PRECSIT detection in situ formalin-fixed paraffin-embedded tissue samples 
were subjected for RNA-ISH analysis using RNAscope® ISH Assay (Advanced Cell 
Diagnostics, Newark, CA) in cooperation with Bioneer (Bioneer A/S, Hørsholm, 
Denmark, http://www.bioneer.dk). The assay was performed by using automated 
Ventana Discovery Ultra slide-staining system (Roche, Basel, Switzerland) as 
previously described (Anderson et al, 2016). PRECSIT-specific probe (cat. 559389) 
was designed and purchased at Advanced Cell Diagnostics (ACD, Newark, CA). 
Human PPIB (Cyclophilin B) and bacterial DapB (4-hydroxy-tetrahydrodipicolinate 
reductase) mRNAs were used as positive and negative controls for RNA-ISH (III, 
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Supplementary Figure S3). PRECSIT expression was visualized using the 
Pannoramic Midi FL slide scanner (3DHISTECH Ltd., Budapest, Hungary) and 
quantitated by counting PRECSIT positive cells and compared with the number of 
total cell count in a section at 40x magnification using QuPath bioimage analysis 
software (Bankhead et al, 2017). 
RNA-ISH analysis of cultured cSCC cells and NHEKs was performed with 
QuantiGene® ViewRNATM ISH Cell Assay kit according to the manufacturer’s 
instructions (Affymetrix). Cells were fixed in 4% paraformaldehyde for 30 minutes 
treated with protease (1:2 000) and hybridized with PICSAR specific probe set. For 
nuclear staining 4,6-diamidino-2-phenylindole (DAPI; Sigma-Aldrich) or Hoechst 
(Thermo Fisher Scientific) was used. Fluorescence signal of PICSAR was detected 
using Zeiss LSM 510 META or Zeiss AxioVert 200M microscopes. 
4.8.3 Immunohistochemistry (I, III) 
To evaluate tumor histology tissue samples from paraffin-embedded formalin-fixed 
human cSCC xenograft tumors were stained with Mayer’s hematoxylin (Sigma-
Aldrich) and or eosin (Junttila et al, 2007). Proliferating cells were identified by 
immunohistochemistry using monoclonal antibody for Ki-67 (Table 2) with 
hematoxylin as counterstain. The relative number of Ki-67-positive cells was 
determined by counting 500-2 600 cells at 20x magnification in all tumor sections 
with ImageJ Software (Schneider et al, 2012).  
Tissue microarrays from NS, SK, AK, cSCCIS and invasive cSCC were stained with 
mouse monoclonal p53 antibody (Table 2) at the Histology Core of the Institute of 
Biomedicine at the University of Turku and visualized using the Pannoramic Midi FL 
slide scanner (3DHISTECH Ltd.). This antibody reacts with the mutant and the wild-
type p53. A semiquantitative analysis was performed to evaluate the p53 expression 
and mutational status based on the staining intensity of p53; - negative (no expression, 
likely a missense mutation in p53 resulting in no protein expression), + weak (very 
weak expression in the basal layer of the skin, presumably functional wild-type p53), 
++ moderate (moderate nuclear p53 expression throughout the epidermis, p53 may be 
functional and activated), +++ strong (strong nuclear accumulation of p53 in the 
majority of cells, p53 is likely mutated and non-functional).  
4.9 Construction of expression vectors (II) 
Primer-BLAST was used for designing specific primers for PICSAR (Oligomer): 
forward primer 5’-CTGGCTCACCCTGGCACTG-3’, reverse primer 5’-
CACCTAAGCAATGCAGAGAGG-3’. Q5® High-Fidelity DNA Polymerase (New 
England Biolabs, Ipswich, MA) was used to amplify the DNA by PCR using cSCC 
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cell derived cDNA as template. The PCR reaction was cycled as follows; 98°C 30s; 
98°C 10s, 66°C 30s and 72°C 30s (40 cycles); 72°C 10 minutes. The DNA fragment 
was cloned into pcDNA3.1(-) (Invitrogen) containing the neomycin resistance gene. 
The construct was further sequenced to verify the orientation and integrity of the 
ligated PICSAR insert. 
4.10 Functional assays in cell culture 
4.10.1 Cell transfections (I, II, III) 
4.10.1.1 Gene knockdown using small interfering RNAs 
Cells were cultured to 50 % confluence and transfected with commercially available 
small interfering RNAs (siRNAs) (Table 4) at 75 nM concentration (Qiagen) in 
serum-free medium using siLentFectTM Lipid Reagent (Bio-Rad). After 6 h, the 
medium was equilibrated to 10% FCS. To obtain p38α/δ double knockdown, both 
siRNAs were added in a final concentration of 75 nM and control cells were 
transfected using control siRNA in final concentration of 150 nM. 
4.10.1.2 Cell transfection with a gene expression construct (II) 
Lipofectamine 3000 transfection reagent (Invitrogen) was used to transfect cSCC 
cells with an empty vector (pcDNA3.1) or PICSAR expression construct 
(pcDNA3.1_PICSAR) and transfected cells were selected with 1 µg/ml Geneticin 
(G418 sulfate, Invitrogen). Selective pressure of PICSAR expression in cSCC cells 
was maintained using 500 µg/ml Geneticin. 
Table 4. Commercially available siRNAs used in the original publications. 
 Target gene Catalog no. Sequence 
I-III  AllStars Negative Control siRNA SI03650318 proprietary 
I, II PICSAR  SI04916219 (PICSAR siRNA1) 5′-CACGGCCAACGTGGAGCTCTA-3′ 
I, II PICSAR SI04916233        (PICSAR siRNA2) 5′-CTGCAGTCACTTCACAGTGAA-3′ 
I p38α SI00605157 5′-CAGAGAACTGCGGTTACTTAA-3′ 
I p38δ SI02222941 5′-CCGGAGTGGCATGAAGCTGTA-3′ 
III PRECSIT SI04765145     (PRECSIT siRNA1)  5′-GAGGTTCGGGAAGGAAAGGAAA-3′ 
III PRECSIT SI04765159     (PRECSIT siRNA2) 5′-CAGGGATGGTGACAAGCGGAA-3′ 
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4.10.2 Inhibitor assays (I, III) 
For a specific inhibition of MAPKs, cSCC cells were treated with p38 inhibitors 
BIRB796 and SB203580 (10 μM), and MEK1/2 inhibitor PD98059 (30 μM) (all from 
Calbiochem) for 24 hours. For DUSP6 inhibition cSCC cells were treated with (E)-
2-benzylidene-3-(cyclohexylamino)-2,3-dihydro-1H-inden-1-one (BCI) (5 μM, 
Calbiochem) for 6 hours and incubation was continued for 18 hours with 1 μM BCI. 
For STAT3 inhibition cSCC cells were treated with 100 µM STAT3 inhibitor S31-
201 (Cayman Chemical, Ann Arbor, MI). 
4.10.3 Adenoviral infection (I, III) 
UT-SCC12A cells were infected with control (RAdLacZ) and dominant negative 
MKK3bcontaining (RAdMKK3bA) adenoviral vectors and incubated for 6 hours in 
0.5 % FCS at MOI 600. UT-SCC7, UT-SCC12A and HaCaT cells were infected with 
RAdp53 containing the p53 wild-type (Katayose et al, 1995) or with empty virus 
RAd66 (Wilkinson and Akrigg, 1992) and incubated as previously. Recombinant 
adenovirus for dominant negative MKK3b (RAdMKK3bA) (Wang et al, 1998) was 
kindly provided by Dr. Jiahuai Han (Scripps Research Institute, La Jolla, CA, USA). 
Escherichia coli β-galactosidase containing recombinant adenovirus (RAdLacZ) 
(Wilkinson and Akrigg, 1992) was kindly provided by Dr. Gavin W.G. Wilkinson 
(University of Cardiff). 
4.10.4 Analysis of cell viability and proliferation (I) 
Viability of PICSAR and control siRNA treated cSCC cells was determined using 
WST-1 cell proliferation reagent (Roche). After 48 and 72 hours of siRNA 
transfection cells were seeded in a 96-well plate and absorbance was measured in 450 
nm (Multiskan FC microplate reader, Thermo Fisher Scientific) after 1 hour of 
incubation with the WST-1 reagent in +37°C.  
4.10.5 Cell adhesion assays (II) 
To study real-time cell adhesion cSCC cells were seeded on collagen I (PureCol, 
Advanced BioMatrix, Carlsbad, CA) or fibronectin (Merck Millipore, both 5 µg/cm2) 
coated electronic microtiter plate (E-Plate 96, Roche) and cell adhesion was 
measured using the xCELLigence real-time cell analyzer (RTCA; Roche).  
The formation of lamellipodia was studied by microscopic quantitation of cSCC 
cells. Cells were plated on collagen I or fibronectin coated 96-wells (both 5 µg/cm2) 
and fixed 4 hours after plating (8% formaldehyde, 10% sucrose in PBS supplemented 
with 1 mM MgSO4 and 1 mM CaCl2) for 30 minutes in room temperature. The 
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number of cells with lamellipodia or spread cells was compared to the total cell 
number in each well from three parallel wells (three images per well) at 20x 
magnification. 
4.10.6 Cell migration assays (I, II) 
Cell migration was studied in wound healing assay either manually or using the the 
IncuCyte ZOOM® real-time cell imaging system. Cultures of cSCC cells were grown 
to confluency and hydroxyurea was added in 1 mM final concentration in DMEM 
with 10 % FCS to prevent proliferation of cells. After 6 hours cell monolayer was 
scratched and incubation was continued in 1% FCS with 0.5 mM hydroxyurea. Cells 
were imaged either using the Olympus IX70 inverted microscope (Olympus Optical 
Co.) or the IncuCyte ZOOM®. The data analysis was done either manually by 
measuring the mean area of the cell deprived scratch zone and comparing it to the 
0h time point using ImageJ software (Schneider et al, 2012) or using the IncuCyte 
ZOOM 2014A software. 
To study the migration of individual cSCC cells they were plated on ImageLock™ 
96-wells coated with fibronectin or collagen I (both 5 µg/cm2) and imaged every 10 
minutes using the IncuCyte ZOOM® real-time cell imaging system. Individual 
migrating cells were tracked using the ImageJ software. 
4.10.7 Cell invasion assay (III) 
To study cell invasion cSCC cells were plated on collagen type I coated (5 µg/cm²; 
PureCol, Advanced BioMatrix) ImageLock 96-well plate (Essen Bioscience) 24 hours 
after transfection with PRECSIT siRNAs or negative control siRNA and cells were 
let to adhere overnight. Cell monolayer was scratched and cells were overlaid with 
collagen type I solution by mixing type I collagen (PureCol) with 5X Dulbecco's 
Modified Eagle Medium (DMEM) and 0.2 M HEPES buffer (pH 7.4) at a ratio of 
7:2:1, respectively. Finally, 1 M NaOH was added to obtain the final pH at 7.4. The 
collagen I solution (2.2 mg/ml) was let to polymerize for 2 hours at +37°C and cell 
culture medium with 0.5 % fetal calf serum was added on top. The gap closure was 
imaged and the relative cell invasion was quantitated using the IncuCyte ZOOM® 
2016B software. 
4.11 Human cSCC xenograft model (I, III) 
For human cSCC xenograft model UT-SCC12A cells were transfected with PICSAR 
or control siRNA. UT-SCC7 cells were transfected with PRECSIT or control siRNA. 
Cells were detached 72 hours after transfection and injected subcutaneously in 100 
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μl of phosphate buffered saline (7×106 UT-SCC12A cells and 5×106 UT-SCC7 cells) 
into the back of 6 weeks old female SCID mice (CB17/Icr-Prkdcscid/IcrIcoCrl) 
(Charles River Laboratories, Wilmington, MA) (n = 7 for control and PICSAR 
knockdown tumors; n = 6 for control and n = 8 for PRECSIT knockdown tumors). 
Tumor size was measured twice a week and the volume of tumors was calculated as 
V = (length × width2)/2 (Euhus et al, 1986). Mice were sacrificed 18 or 16 days after 
tumor implantation and tumors were excised, weighed and fixed in fresh phosphate-
buffered 4 % paraformaldehyde for 24 hours at +4°C. Fixed tumors were embedded 
in paraffin and sectioned for 5-μm-thick slices for immunostaining (Junttila et al, 
2007). 
4.12 Statistical analysis 
The SPSS Statistics software, v. 20.0 and v. 25 (IBM, Armonk, NY) was used for 
statistical analyses. Two-tailed Student’s t-test and two-tailed Mann-Whitney U-test 
were used for group comparisons. Fisher’s exact test was used for statistical analysis 




5.1 Expression of several lncRNAs is altered in 
cSCC cells compared to NHEKs (I, III) 
A whole-genome-wide expression profiling was performed for cSCC cell lines 
(primary n=5, metastatic n=3) and NHEKs (n=4) using the SOLiD 3Plus system. The 
analysis revealed several differentially regulated lncRNA genes in cSCC cells 
compared to NHEKs (I, Figure 1a) (Figure 6). Among these, LINC00162 (PICSAR) 
was the most upregulated lncRNA in cSCC cells compared to NHEKs. As the second 
most upregulated lncRNA was LINC00346 (PRECSIT). These two lncRNAs were 
selected for further investigation.  
 
Figure 6. Expression profile of lncRNAs in cSCC cells and NHEKs. A heatmap showing 
significantly (P<0.05) regulated lncRNAs in cSCC cell lines compared to NHEKs. The Mann-
Whitney U-test was used for statistical analysis. 
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5.2 LncRNAs PICSAR and PRECSIT are specifically 
upregulated in cSCC (I, III) 
Analysis with qRT-PCR verified 
overexpression of PICSAR and 
PRECSIT in cSCC cell lines 
(n=6–8) compared to NHEKs 
(n=7–8) (I, Figure 1b; III, Figure 
1a). PRECSIT localization was 
noted mostly in the nuclear cell 
fraction (III, Figure 1b), 
whereas PICSAR was enriched 
in the cytoplasmic cell fraction 
by qRT-PCR analysis (Figure 
7). PICSAR was upregulated 
also in cSCC tissues in vivo by 
qRT-PRC analysis (n=6), 
whereas its expression in 
normal skin (n=7) was very low 
(I, Figure 1c).  
Mainly cytoplasmic signal was noted for PICSAR in cSCC cells using RNA in situ 
hybridization (RNA-ISH) but no PICSAR expression was noted in NHEKs in culture 
(I, Figure 1d, Supplementary Figure S2). Specific expression of PICSAR was noted 
also in tumor cells in tissue sections of xenografts established with human cSCC cells 
(UT-SCC12A) (I, Figure 1e). MMP-13 mRNA expression was detected in cSCC cells 
in the same xenografts as a positive control (I, Figure 1e) (Airola et al, 1997, Stokes 
et al, 2010). PRECSIT expression in situ was noted in xenografts established with 
human cSCC cells (UT-SCC7) showing the highest expression level at the edge of the 
tumors whereas in the inner tumor mass the expression of PRECSIT was relatively 
low (III, Figure 4e). Localization of PRECSIT was noted in the cytoplasm and nucleus 
of the tumor cells, with a prevalent appearance in the perinuclear region (III, Figure 
4e). 
To investigate PICSAR and PRECSIT expression in vivo in NS, SK, AK, cSCCIS 
and invasive cSCC formalin-fixed paraffin-embedded tissue samples were subjected 
to RNA-ISH analysis. Specific PICSAR expression was noted in tumor cells in AK 
(n=26), cSCCIS (n=20), and cSCC (n=21), whereas no signal was detected in normal 
skin (n=9) (I, Figure 2a–d). The number of PICSAR positive tissue sections was the 
highest in invasive cSCC (43 %), whereas all NS sections were negative for PICSAR 
(I, Figure 2e). The number of PICSAR positive sections was also higher in cSCCIS 
(35 %) when compared to AK (23 %) (I, Figure 2e). Primarily nuclear localization 
was noted for PRECSIT in vivo (III, Figure 1c-g). The percentage of PRECSIT 
Figure 7. PICSAR is preferentially expressed in the 
cytoplasm of cSCC cells. qRT-PCR analysis of 
PICSAR expression in the nuclear and cytoplasmic cSCC 
cell fractions. β-Actin and MALAT1 were used as controls 
for cytoplasmic and nuclear RNA expression. Mean±SD 
is shown (n=3). 
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positive cells was significantly higher in invasive cSCC when compared with NS, SK, 
AK and cSCCIS (III, Figure 1h). PRECSIT expression was also higher in AK and 
cSCCIS when compared with SK (III, Figure 1h). Nearly half (49 %) of the invasive 
cSCCs showed strong PRECSIT expression (>30 % PRECSIT positive cells) whereas 
mostly weak (<15 % PRECSIT positive cells) or moderate (15-30 % PRECSIT 
positive cells) PRECSIT expression was noted in NS and SK (III, Figure 1i). PRECSIT 
copy number was quantified by counting the number of PRECSIT particles per cell. 
There was significantly higher percentage of cells expressing high level of PRECSIT 
(≥5 particles per cell) in invasive cSCC (III, Figure 1d) when compared to NS, SK, 
AK or cSCCIS (III, Figure 1j). In addition, the relative number of tumor cells 
detected with ≥5 PRECSIT particles correlated with the overall percentage of 
PRECSIT positive cells in tissue sections of SK, AK, cSCCIS and invasive cSCC (III, 
Supplementary Figure S2).  
5.3 Regulation of lncRNAs in cSCC (I, III) 
5.3.1 Regulation of PICSAR expression by the p38 MAPK 
pathway (I) 
The regulation of PICSAR basal expression was investigated by specifically inhibiting 
p38 and ERK1/2 MAPKs in cSCC cells. By inhibiting all p38 isoforms (p38α/β/δ) by 
BIRB796 PICSAR expression was significantly upregulated (I, Figure 3a). Treatment 
with SB203580, inhibiting p38α and p38β isoforms, or with PD98059 inhibiting 
MEK1/2 upstream of ERK1/2 had no effect on the expression of PICSAR (I, Figure 
3a). Next, expression of p38α and p38δ was inhibited in cSCC cell by siRNA-
mediated knockdown or by delivering a dominant negative mutant of MAP kinase 
kinase 3b (RAdMKK3bA), an upstream activator of p38α and p38δ, into cSCC cells. 
Inhibition of p38α and p38δ expression in cSCC cells resulted in a significant 
upregulation of PICSAR (I, Figure 3b and c), in consistent with the findings with the 
p38 inhibitor assay. 
5.3.2 Regulation of PRECSIT expression by the p53 pathway 
(III) 
Most of the cSCC cells used in this study harbor mutations in TP53 gene resulting in 
a nonfunctional p53 protein (III, Supplementary Table S1).  The expression of p53 
in vivo was examined by IHC analysis  using an antibody that recognizes both the 
wild-type and mutated p53 and based on the p53 staining intensity the tissues were 
categorized in four groups; weak (+), moderate (++), strong (+++) and negative (-) 
(III, Figure 2a, Supplementary Table S1). Strong p53 staining or absence of p53 was 
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detected only in malignant tissues, cSCC, cSCCIS, and AK, indicating mutationally 
inactivated p53 in these tissues (III, Figure 2a and b). All NS lesions showed weak 
nuclear p53 staining in the basal epidermal keratinocytes (III, Figure 2a and b).  
The p53 expression level was compared with PRECSIT expression in parallel 
tissue sections in vivo. High level of PRECSIT expression (>30 % PRECSIT positive 
cells) was noted in AK, cSCCIS and cSCC tissues within all p53 staining groups 
(weak, moderate, strong and negative), but there was no correlation between the 
relative number of PRECSIT positive cells and p53 intensity (III, Figure 2c). 
However, 56% of all cSCC tissue sections showed PRECSIT accumulation (≥5 
PRECSIT particles per cell) and the majority of these tissue sections (45%) showed 
negative p53 immunoreactivity (III, Figure 2d and e, Supplementary Table S3). 
Interestingly, this represents 84% of all p53 negative cSCC tissue samples, indicating 
that accumulation of PRECSIT correlates with the absence of p53 expression in 
cSCC. PRECSIT accumulation was correlated with negative p53 immunoreactivity 
also in AK and cSCCIS, where PRECSIT accumulation was noted in 75 % of all p53 
negative lesions (III, Figure 2e, Supplementary Table S3). In addition, the fraction of 
lesions with strong p53 staining intensity detected with PRECSIT accumulation was 
higher in cSCC tissues (41 %) when compared with AK and cSCCIS (10 %) (III, 
Figure 2e, Supplementary Table S3). In contrast, minority of the AK, cSCCIS (10 %) 
and cSCC tissue sections (10 %) detected with PRECSIT accumulation correlated 
with weak (+) p53 staining, as an indicative of a functional p53 in vivo (III, Figure 
2e, Supplementary Table S3). 
To support these observations, the qRT-PCR analysis of the p53 mutation 
bearing HaCaT cell line (Boukamp et al, 1988) showed significantly higher PRECSIT 
expression compared to NHEKs (III, Figure 2f). Furthermore, adenoviral delivery of 
a wild-type p53 into HaCaT or cSCC cells resulted in downregulation of PRECSIT 
expression, showing that the expression of PRECSIT is regulated by p53 (III, Figure 
2g and h). 
5.4 Molecular functions of lncRNAs in cSCC (I, II, III) 
5.4.1 Regulation of cSCC cell migration and adhesion by 
PICSAR (I, II) 
5.4.1.1 Alteration of the gene expression profile of cSCC cells after 
PICSAR knockdown (I, II) 
To investigate the molecular mechanisms of PICSAR, RNA-seq was performed with 
PICSAR knockdown cSCC cells (UT-SCC12A, UT-SCC59A, and UT-SCC118) (I, 
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Figure 4a). Differentially expressed genes (DEG) after PICSAR knockdown were 
significantly associated with specific biofunctions M-phase of tumor cell lines, 
transformation of tumor cell lines, and phosphorylation of L-serine by the ingenuity 
pathway analysis (I, Figure 5a, upper panel). In addition, ERK/MAPK signaling was 
significantly associated (P<0.0001) with DEGs in PICSAR knockdown cSCC cells (I, 
Supplementary Figure S5). 
The analysis of DEGs after PICSAR knockdown revealed  significantly enriched 
GO terms such as cell proliferation (P=5.5×10–7), response to wounding (P=4.0×10–6), 
and regulation of cell migration (P=1.4×10–5) (I, Figure 5a, lower panel). GO terms 
laminin binding (P=4.1×10–4), extracellular matrix binding (P=9.0×10–4), and 
peptidase regulator activity (P=1.1×10–3) were also associated with DEGs after 
PICSAR knockdown in cSCC cells (I, Figure 5a, lower panel). Significantly enriched 
KEGG pathways associated with DEGs after PICSAR knockdown included 
complement and coagulation cascades (P=6.6×10–3), hematopoietic cell lineage 
(P=2.3×10–2), and extracellular matrix-receptor interaction (P=2.4×10–2) (I, Figure 
5a, lower panel). The 50 most up- and downregulated genes (P<0.05, FC log2>0.7) 
after PICSAR knockdown are shown in Figure 5b (I). The full list of the top regulated 
genes in PICSAR knockdown cSCC cells is included in the Supplementary Tables S1 
and S2 (I). 
5.4.1.2 PICSAR regulates cSCC cell migration on collagen I and 
fibronectin (I, II) 
To study the cellular functions of PICSAR cSCC cells were transfected with two 
PICSAR targeted siRNAs and control siRNA and harvested 72 hours after 
transfection. Effective PICSAR knockdown in cSCC cells was detected using RNA-
ISH (I, Figure 4a, lower panel; Supplementary Figure S3) and qRT-PCR analysis (I, 
Figure 4a, upper panel; Supplementary Figure S4a). Analysis of cell migration after 
PICSAR knockdown was performed with two cSCC cell lines (UT-SCC12A and UT-
SCC118). The wound healing assay showed that knockdown of PICSAR decreased 
cell migration significantly in comparison with the control siRNA transfected cells 
(I, Figure 4d and e, Supplementary Figures S4d and S4e). 
To examine cell motility in more detail real-time cell migration assay was 
performed to track individual cell migration on fibronectin and collagen I. Decreased 
cell migration was noted in cSCC cells (UT-SCC12A and UT-SCC59A) after 
PICSAR knockdown on fibronectin and collagen I (II, Figure 1a; Supplementary 
Figure S1a). 
Stably PICSAR overexpressing cSCC cells were generated by transfecting UT-
SCC59A with PICSAR expression construct (pcDNA3.1_PICSAR) or empty vector 
(pcDNA3.1) and transfected cells were selected with Geneticin. PICSAR expression 
Minna Piipponen 
 62
level was confirmed by qRT-PCR of the transfected UT-SCC59A cells (II, Figure 3a). 
Migration of PICSAR overexpressing cSCC cells was studied in a wound healing 
assay. PICSAR overexpression increased migration of cSCC cells compared to 
control cells (II, Figure 3f). 
5.4.1.3 PICSAR regulates cSCC cell adhesion and spreading on 
collagen I and fibronectin (II) 
To quantitate real-time cell adhesion of cSCC cells after PICSAR knockdown cSCC 
cells (UT-SCC12A and UT-SCC59A) were transfected with PICSAR siRNA or 
control siRNA and plated on fibronectin or collagen I and cell adhesion was 
measured using the xCELLigence system. PICSAR knockdown significantly 
increased cSCC cell adhesion on collagen I and fibronectin compared to the control 
siRNA transfected cells (II, Figure 1b; Supplementary Figures S1b and S2a). In 
addition to dynamic monitoring of cell adhesion cells were fixed to quantitate cell 
spreading on fibronectin and collagen I. cSCC cells (UT-SCC12A and UT-SCC59A) 
were transfected with PICSAR siRNA or control siRNA and plated on fibronectin or 
collagen I. The morphology of PICSAR knockdown cSCC cells was less spherical 
compared to the control cells and the number of cells with lamellipodia was 
significantly higher in PICSAR knockdown cSCC cells (UT-SCC12A and UT-
SCC59A) compared to the control siRNA transfected cells on fibronectin and 
collagen I (II, Figure 1c, Supplementary Figures S1c and S2b). 
Adhesion of stably PICSAR overexpressing cSCC cells was significantly 
decreased on fibronectin and collagen I compared to the control cells (II, Figure 3e). 
Furthermore, PICSAR overexpression resulted in impaired cell spreading (II, Figure 
3c). The relative number of spread cells was significantly decreased in PICSAR 
overexpressing cells compared to the control cells (II, Figure 3c). 
5.4.1.4 PICSAR regulates integrin and Src expression in cSCC cells (I, 
II) 
The bioinformatic analysis of the cSCC cell gene expression profile after PICSAR 
knockdown revealed several differentially expressed genes associated with specific 
biological processes, such as extracellular matrix binding and extracellular matrix-
receptor interaction (I, Figure 5a), suggesting that PICSAR is regulating genes 
involved with cell adhesion. To study this in detail, DEGs specifically functioning in 
cell adhesion (Winograd-Katz et al., 2014) were examined in the PICSAR 
knockdown RNA-seq (II, Figure 2a). Several of them were significantly regulated, 
including genes coding for proto-oncogene SRC and integrins, particularly ITGA2, 
ITGA5 and ITGB1 encoding the α2, α5 and β1 integrin subunits. 
Results 
 63 
Elevated levels of α2, α5 and β1 integrin mRNAs were noted in cSCC cells after 
PICSAR knockdown (II, Figure 2b; Supplementary Figure S3a). Furthermore, 
increased expression of α2, α5 and β1 integrins on the surface of cSCC cells was noted 
after PICSAR knockdown by flow cytometry analysis compared to the control siRNA 
transfected cells (II, Figure 2c; Supplementary Figure S3b). Immunofluorescence 
staining for α2 and α5 integrins showed similar localization to the cell surface and 
adhesion sites both in control siRNA and PICSAR siRNA transfected cSCC cells, 
indicating that the localization of α2 and α5 integrins is not affected by PICSAR 
knockdown (II, Figure 2d). In addition to integrin regulation, decreased Src protein 
level in cSCC cells was noted after PICSAR knockdown (II, Figure 3g; Supplementary 
Figures S4a and b).  
PICSAR overexpression in cSCC cells resulted in significant decrease in α2, α5 
and β1 integrin mRNA and protein levels on the cell surface, determined by qRT-
PCR and flow cytometry analysis (II, Figures 3a and 3b). Immunofluorescence 
staining of PICSAR overexpressing cSCC cells revealed expression of α2 and α5 
integrins on collagen I and fibronectin, however when compared to the control cells 
no distinct adhesion sites were detected likely due to decreased cell spreading (II, 
Figure 3d). In consistent with these results, a significant induction of Src expression 
was noted in PICSAR overexpressing cSCC cells (II, Figure 3g; Supplementary 
Figure S4c), suggesting a regulatory link between PICSAR, Src and integrins in 
mediating cSCC cells adhesion and spreading.   
By complementary base pairing lncRNAs can bind to miRNAs and regulate 
mRNA stability indirectly and several miRNAs have been shown to regulate integrin 
expression (Chen et al, 2013). However, no potential miRNA-binding sites were 
found for PICSAR by using bioinformatic analyses, which could explain the 
regulation of integrin expression by PICSAR. 
5.4.2 PICSAR promotes growth of cSCC cells by activating 
ERK1/2 (I) 
5.4.2.1 Knockdown of PICSAR decreases cSCC cell viability (I) 
Viability of cSCC cells was studied by determining the number of viable cells 48 and 
72 hours after PICSAR knockdown. The number of viable cSCC cells (UT-SCC12A 
and UT-SCC118) was significantly decreased after PICSAR knockdown compared 
with control cells (I, Figure 4b; Supplementary Figure S4b). In addition, a marked 
decrease of expression levels for activated ERK1/2 and the Ki-67 proliferation 
marker were noted after PICSAR knockdown by analyzing the corresponding cell 
lysates (I, Figure 4c; Supplementary Figure S4c). 
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5.4.2.2 PICSAR increases activity of ERK1/2 pathway via inhibition of 
MAPK phosphatase DUSP6 (I) 
The RNA-seq of PICSAR knockdown cSCC cells revealed DUSP1 (dual-specificity 
phosphatase 1) among the most upregulated genes (P<0.05) (I, Figure 5b; 
Supplementary Table S1). It belongs to the MAPK phosphatase family and it 
dephosphorylates p38, JNK, and ERK (reviewed in Patterson et al, 2009). In 
addition to DUSP1, DUSP6, a specific negative regulator of ERK2 (reviewed in 
Patterson et al, 2009) was also noted to be upregulated after PICSAR knockdown 
(FC log2=1.09) (I, Figure 5c). Increased levels of DUSP6 mRNA and protein was 
noted after PICSAR knockdown in cSCC cells (I, Figures 5d and e; Supplementary 
Figure S6). When cSCC cells were treated with a DUSP6-specific inhibitor, 
phosphorylation of ERK1/2 was potently blocked (I, Figure 5f). However, PICSAR 
knockdown had no effect on the expression level of activated ERK1/2 in the 
presence of DUSP6 inhibitor, indicating DUSP6 as a regulatory link between 
PICSAR and ERK1/2 (I, Figure 5f). These results indicate that PICSAR promotes 
growth of cSCC cells via activation of ERK1/2 signaling pathway by 
downregulating DUSP6 expression. 
5.4.2.3 Knockdown of PICSAR suppresses growth of cSCC xenografts 
in vivo (I) 
A cSCC xenograft model using cSCC cells (UT-SCC12A) was used to investigate the 
role of PICSAR in cSCC progression in vivo. PICSAR siRNA1 and control siRNA 
transfected cSCC cells were incubated for 72 hours and injected subcutaneously into 
the back of the SCID mice. Tumor growth was measured twice a week. PICSAR 
knockdown resulted in a significant decrease in tumor growth already at the day 4 
when compared with control tumors (I, Figure 6a). Tumors were harvested 18 days 
after implantation and weighed. The mass of PICSAR knockdown tumors was 
significantly lower compared with the control tumors (I, Figure 6b). PICSAR 
knockdown resulted in a significant reduction in the relative number of proliferating 
tumor cells in cSCC xenografts when compared with the control tumors (I, Figure 
6c and d). 
Taken together, based on these findings and with the approval of the HUGO 
Gene Nomenclature Committee we named this lncRNA (LINC00162) as p38 
inhibited cutaneous squamous cell carcinoma associated lincRNA, PICSAR.  
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5.4.3 PRECSIT promotes invasion of cSCC cells by regulating 
STAT3 and matrix metalloproteinase expression (III) 
5.4.3.1 Alteration of the gene expression profile of cSCC cells after 
PRECSIT knockdown (III) 
Expression profiling of cSCC cells (UT-SCC7, UT-SCC59A and UT-SCC105) 
transfected with PRECSIT siRNA1 and control siRNA (III, Figure 3a) was performed 
with RNA-seq. The most significant GO terms associated with differentially 
expressed genes (DEG) in PRECSIT knockdown cSCC cells were biological processes 
such as negative regulation of MAPK cascade (P=8.2×10-5) and regulation of JAK-
STAT cascade (P=9.7×10-4) (III, Figure 3b). Jak-STAT signaling (P=1.1×10-4) was also 
associated with DEGs after PRECSIT knockdown by the KEGG pathway analysis 
(III, Figure 3b). The Reactome pathway analysis revealed signaling by interleukins 
(P=2.8×10-5) and cytokine signaling in immune system (P=2.6×10-3) as the most 
significantly associated pathways with DEGs after PRECSIT knockdown (III, Figure 
3b). 
5.4.3.2 Expression of STAT3 and MMPs are decreased in cSCC cells 
after PRECSIT knockdown (III) 
One of the most frequent DEGs after PRECSIT knockdown was STAT3 (III, Figure 
3c), among the top 40 most downregulated genes (P<0.05, FC log2=-1.05) (III, 
Figure 3d). In addition, several matrix metalloproteinase genes were downregulated 
(III, Figure 3d). Decreased STAT3 protein expression was confirmed by Western 
blot analysis of PRECSIT knockdown cells (III, Figure 3e). Also, decreased mRNA 
(III, Figure 3f) and protein levels (III, Figure 3g) of MMP-1, MMP-3, MMP-10 and 
MMP-13 were confirmed in UT-SCC7 cells after PRECSIT knockdown.  
5.4.3.3 Knockdown of PRECSIT inhibits invasion of cSCC cells (III) 
MMP-1 and MMP-13 have an important role in cancer invasion (reviewed in Ala-
aho & Kähäri, 2005). In addition, STAT3 has been shown to regulate cell invasion by 
controlling expression of several MMP genes in cancer cells (Itoh et al., 2006; 
Zugowski et al, 2011; Xuan et al, 2015; Jia et al, 2017; Yuan et al, 2008). To investigate 
the cellular functions of PRECSIT, cSCC cells (UT-SCC7 and UT-SCC59A) were 
transfected with two PRECSIT targeted siRNAs and negative control siRNA and 
plated on collagen I. Cell invasion through a three-dimensional type I collagen 
matrix was followed by examining the gap closure for indicated time. Cell invasion 
was significantly reduced by PRECSIT knockdown in cSCC cells (III, Figure 4a). 
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Next, cSCC cells were treated with a specific STAT3 inhibitor S31-201, resulting in 
decreased levels of MMP-1, MMP3, MMP-10 and MMP-13 in cSCC cells (III, Figure 
4b).  In consistent with this, decreased invasion of cSCC cells was noted after 
treatment with STAT3 inhibitor (III, Figure 4c). 
5.4.3.4 Knockdown of PRECSIT decreases growth of cSCC xenografts 
in vivo (III) 
The role of PRECSIT in cSCC progression was studied in vivo using a cSCC 
xenograft model established with cSCC cells. PRECSIT knockdown resulted in a 
significant decrease in tumor growth compared with control tumors (III, Figure 4d). 
Histologic analysis did not reveal a notable difference in the tumor morphology 
between the control and PRECSIT knockdown groups (III, Figure 4d). However, the 
highest PRECSIT expression was noted at the invasive edge of the xenograft tumors, 
whereas it was expressed at a markedly lower level in the inner tumor mass (III, 
Figure 4e). In addition, active STAT3 was also localized at the invasive edge of the 
xenograft tumor (III, Figure 4e). Taken together, based on these findings and with 
the approval of the HUGO Gene Nomenclature Committee we named this lncRNA 
(LINC00346) as p53 regulated carcinoma-associated STAT3 activating long 





6.1 LncRNAs as cancer biomarkers and therapeutic 
targets 
6.1.1 The potential of lncRNA biomarkers in clinical 
diagnostics 
A cancer biomarker can be used as a diagnostic indicator of the disease and some of 
them can be also used to estimate drug response or cancer prognosis. It may be for 
instance a gene mutation, a secreted molecule found in the serum or aberrant 
expression of a certain gene detected in the tumor tissue. With the current 
technology the cancer genomics is no longer restricted to studying the regulation of 
the cancer proteome but we are very aware that a lot is happening outside of the 
protein-coding genes, in the non-coding regions of the genome. The emerging 
evidence of non-coding RNA deregulation in cancer has encouraged the scientists to 
search for novel non-coding RNA markers with the help of high-throughput RNA 
sequencing technology. Long non-coding RNAs (lncRNAs) are excellent candidates 
for biomarkers as they are generally stable in body fluids, especially when delivered 
within extracellular vesicles and exosomes (Umu et al, 2018; Yuan et al, 2016). 
Currently there is at least one diagnostic test utilizing lncRNA detection in the 
clinical use (Deras et al, 2008) and many potential lncRNA-biomarkers are under 
development. When delivered outside of the cell lncRNAs can contribute to tumor 
progression for instance by manipulating the tumor microenvironment (Sang et al, 
2018; Conigliaro et al, 2015) or inducing drug resistance (Qu et al, 2016; Lei et al, 
2018). By detecting these kinds of regulators in combination with other cancer 
biomarkers they could bring valuable information to aid cancer diagnosis and 
treatment. 
6.1.2 Therapeutic targeting of lncRNAs 
The molecular background of cSCC is extensively investigated and based on several 
independent studies the mutational landscape and the gene expression profile of 
cSCC is fairly well described (Pickering et al, 2014; South et al, 2014; Li et al, 2015; 
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Inman et al, 2018). This is essential in order to identify better predictive and 
prognostic markers for cSCC. Moreover, by therapeutically targeting a specific 
cancer driver gene the oncogenic cell signaling cascade and tumor growth could be 
effectively inhibited. The massive burden of single-nucleotide mutations in cSCC 
(Pickering et al, 2014; South et al, 2014; Martincorena et al, 2015) poses a challenge 
to the clinicians to choose the right targeted therapy as it is difficult to distinguish 
between the prominent drug targets from the passenger mutations that may have 
little or no impact at all on the tumor growth. This is a serious issue particularly for 
patients with advanced cSCCs which have a high risk for recurrence and metastasis. 
Lastly, despite finding an effective treatment there is often a problem with drug 
resistance and the possibility of a crosstalk between different signaling pathways that 
may be dependent on a certain mutational combination, such as the unfortunate 
example of induced growth of cSCC tumors when using BRAF-inhibitors (reviewed 
in Wu et al, 2017).  
The inherent genomic instability of cancer cells enables them to develop different 
ways to overcome host defense. In addition to the conventionally targeted oncogenic 
factors also RNAs have been included into the drug development. There has been a 
huge improvement in generating feasible delivery methods for RNA-based therapies, 
targeting not only cancer but other diseases as well, and while many of them are 
under development (reviewed in Kaczmarek et al, 2017) a few RNA-based medicines 
are already in clinical use (Finkel et al, 2017; Adams et al, 2018). By targeting 
lncRNAs it may be possible to specifically regulate, increase (Zucchelli et al, 2015; 
Indrieri et al, 2016) or decrease protein expression (Modarresi et al, 2012; Gong & 
Maquat, 2011) without the undesirable side-effects of conventional cancer drugs. 
This is particularly interesting with certain undruggable proteins which are 
challenging for designing small-molecule inhibitors. LncRNA targeting allows very 
tissue- and cell-specific treatment. Encouraging results have been gained from 
clinical trials testing a novel DNA-based therapy which exploits the use of a lncRNA 
promoter. In this case, H19 gene promoter is incorporated into a DNA-vector 
carrying a diphtheria toxin-A gene and the cancer cells with induced H19 expression 
are selectively killed by the toxin they produce from the DNA-vector (Gofrit et al, 
2014; Lavie et al, 2017). H19 is a widely studied tumorigenic lncRNA (reviewed in 
Yoshimura et al, 2018) and this approach may be applicable for various cancers with 
active H19 expression. There are several lncRNAs with a tumorigenic function and 
targeting them by antisense oligonucleotides (Katsushima et al, 2016; Amodio et al, 
2018) or synthetic ribozymes (Kim et al, 2017; Kharma et al, 2016) delivered in 
extracellular vesicles would be a favorable approach as a cancer treatment (reviewed 
in Jiang et al, 2017). Another strategy is to inhibit lncRNA interaction with a protein 
or protein complex and this kind of steric hindrance would prevent the undesired 
function of the lncRNA (Finkel et al, 2017; Sarma et al, 2010; Mahmoudi et al, 2009). 
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Currently, there are several potential lncRNA cancer markers and treatment 
approaches under investigation (reviewed in Chandra Gupta & Nandan Tripathi, 
2017) and it seems that it is only a matter of time before lncRNAs can be utilized in 
clinical use. 
6.2 The role of lncRNAs in cSCC progression 
6.2.1 Evaluation of differentially expressed lncRNAs in cSCC 
The functional role of lncRNAs in cSCC development is not well known. Valuable 
clues about functionally relevant lncRNAs can be obtained from transcriptomic 
profiling studies. However, the detailed characterization of lncRNAs in vitro and in 
vivo is needed to evaluate their potential use as cancer biomarkers or therapeutic 
targets. In this work two lncRNAs, PICSAR and PRECSIT, were identified and 
characterized, and they may have functional relevance in cSCC progression. Based 
on the transcriptome profiling PICSAR and PRECSIT were noted among the most 
differentially expressed lncRNAs in cSCC cells compared to NHEKs. Localization of 
PICSAR was noted primarily in the cytoplasm, whereas PRECSIT was mainly 
localized in the nucleus by analyzing cellular fractions of cSCC cells. Their expression 
was further evaluated in situ in a panel of tissue samples from NS, AK, SK, cSCCIS 
and invasive cSCC. Expression of both lncRNAs was significantly induced in cSCC 
when compared to NS. Expression of PICSAR was absent in NS, whereas PRECSIT 
was expressed at very low level, suggesting that both may be prominent markers in 
early cSCC development. 
There are several gene expression profiling studies of cSCC available, however 
the lncRNA expression data of cSCC is very limited. This is partly due to the fact that 
most of the newly annotated lncRNA transcripts are not included in these gene 
expression microarrays. To our knowledge, we are the first ones to demonstrate 
lncRNA expression in situ in cSCC tissues, indicating the lack of detailed 
characterization of these molecules in cSCC. Very likely there are several functional 
lncRNAs yet to be discovered. While most of the transcriptional profiling studies of 
cSCC are focused on protein coding mRNAs, currently only one lncRNA expression 
profiling study of cSCC has been published (Sand et al, 2016). Supporting our work, 
PICSAR was reported also as one of the top induced lncRNAs in cSCC in that study 
(Sand et al, 2016).  
Interestingly, comparison of other known lncRNAs with our RNA-seq analysis 
of cSCC cells and NHEKs (GSE66412) revealed that lncRNAs TINCR and DANCR 
were also regulated, even though they did not reach the statistical significance. 
TINCR is induced during epidermal differentiation and its downregulation may be 
associated with cSCC (Kretz et al, 2013; Ponzio et al, 2017). In consistent with this, 
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TINCR was downregulated in cSCC cells compared to NHEKs based on our RNA-
seq analysis (GSE66412). Conversely, DANCR expression was induced in four out 
of eight cSCC cell lines compared to NHEKs, showing a similar trend with the 
lncRNA expression profiling study by Sand and colleagues (Sand et al, 2016). 
DANCR is not implicated with cSCC in the literature, however its role in suppressing 
epidermal differentiation may suggest a tumorigenic link for DANCR in cSCC 
progression. Additionally, LINC00319 which was shown to be induced in cSCC (Li 
et al, 2018) was also upregulated in five out of eight cSCC cell lines when compared 
to NHEKs in our RNA-seq data (GSE66412). Similarly, LINC00520 which was 
recently shown to be downregulated in cSCC (Mei & Zhong, 2019) showed 
analogous downregulation in our RNA-seq analysis (GSE66412). Two known tumor 
suppressor lncRNAs, MEG3 and GAS5, were downregulated in cSCC cells compared 
to NHEKs based on our RNA-seq analysis (GSE66412). Interestingly, MEG3 
expression was noted in only two out of six cSCC cell lines, indicating epigenetic 
MEG3 gene silencing in these cells, which is frequently reported in many cancers 
(Gao et al, 2017; Zhang et al, 2010; Anwar et al, 2012). 
6.2.2 LncRNA PICSAR promotes cSCC growth by regulating 
ERK1/2 activity 
The molecular pathogenesis of cSCC is widely studied and aberrant activation of the 
MAPK pathway is one of the central drivers of the disease (Lambert et al, 2014; Su et 
al, 2012; Einspahr et al, 2012). The p38 MAPK is an important factor in regulating 
cellular stress response, such as the solar UV-radiation, however activation of p38 is 
strongly implicated in skin carcinogenesis (Schindler et al, 2009; Liu et al, 2013; 
Junttila et al, 2009), in particular the p38α and p38δ MAPK isoforms that are 
predominantly expressed by cSCC cells (Junttila et al, 2009). To study the role of p38 
in PICSAR expression, p38 activity was blocked by using specific p38 inhibitors, 
siRNAs and adenoviral delivery of dominant negative mutant of MKK3b, an 
upstream activator of p38α and p38δ. Inhibition of the p38α and p38δ resulted in 
PICSAR upregulation. However, inhibition of ERK1/2 MAPK did not affect PICSAR 
expression, indicating PICSAR as a target for p38 signaling pathway in cSCC cells.  
The functional studies revealed that PICSAR knockdown suppressed the 
proliferation and migration of cSCC cells and growth of cSCC tumors in vivo. 
Knockdown of PICSAR significantly decreased the levels of activated ERK1/2, a well-
studied transcription factor controlling cell proliferation. ERK1/2 is a downstream 
effector on the MAPK pathway and it is shown to be activated by UVA radiation (He 
et al, 2004; Bachelor & Bowden, 2004). Moreover, mutational activation of EGFR 
leads to sustained activation of the RAS-RAF-MEK-ERK MAPK pathway, 
supporting the role of ERK1/2 activation in cutaneous carcinogenesis (reviewed in 
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Wee & Wang, 2017; Uribe & Gonzalez, 2011). These results suggest that the 
functional effect of PICSAR involves regulation of the ERK1/2 pathway. RNA-seq 
for PICSAR knockdown cSCC cells was performed and among the most upregulated 
genes after PICSAR knockdown was DUSP1 (dual specificity phosphatase 1) 
encoding a phosphatase with a wide substrate specificity for various MAP kinases 
(reviewed in Patterson et al, 2009). In addition to DUSP1, DUSP6 was also 
upregulated in PICSAR knockdown cSCC cells. DUSP6 is localized both in the 
cytoplasm and nucleus, and it is activated on binding to ERK2 and it specifically 
dephosphorylates and inactivates ERK2, but not JNK or p38 MAP kinases (Groom 
et al, 1996; Muda et al, 1998). In this context, a possible regulatory link between 
PICSAR, DUSP6 and ERK1/2 was further investigated. In the presence of DUSP6 
inhibitor PICSAR knockdown had no effect on ERK1/2 activation, suggesting that 
PICSAR is regulating ERK1/2 activation via DUSP6. PICSAR may inhibit DUSP6 
expression in cSCC cells by regulating its mRNA stability, directly or indirectly, 
indicated by the cytoplasmic localization of PICSAR. Together, these findings 
identify PICSAR as a tumorigenic lncRNA in cSCC by activating ERK1/2 and 
inducing cSCC cell growth via DUSP6 suppression (Figure 8).  
 
Figure 8. Proposed molecular function for PICSAR in cSCC. 
Very little is currently known about PICSAR in cancer. PICSAR has been shown to 
be upregulated in MDA-MB-231 cells when compared to MCF-7 cells (Shi et al, 
2017). These are both commonly used breast cancer cell lines but they differ greatly 
in their molecular background. The MCF-7 cells present a luminal ephitelial 
phenotype with oestrogen receptor expression whereas the MDA-MB-231 cells are 
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highly aggressive, lacking oestrogen and progesterone receptor expression, and they 
present a mesenchymal phenotype (reviewed in Holliday & Speirs, 2011). PICSAR 
expression was detected in both cell lines but it was substantially induced in MDA-
MB-231 compared to MCF-7 cells, indicating an association with breast cancer 
progression (Shi et al, 2017). Conversely, PICSAR has been shown to be 
downregulated in stage I lung adenocarcinoma, suggesting its tumorigenic function 
may be specific for only certain cancer types (Tian et al, 2017). PICSAR upregulation 
in cSCC cells and breast cancer cell lines (Shi et al, 2017) may tell something about 
its functional role in the epithelial cells. Lung adenocarcinomas originate from the 
lung epithelium as well, however their molecular background is different from lung 
squamous cell carcinomas and they arise from different anatomical locations 
(reviewed in Kadara et al, 2016). PICSAR has been reported to be expressed in the 
brain tissue, specifically in the white matter (Mills et al, 2013). In addition, PICSAR 
downregulation is associated with male infertility and defective spermatogenesis (Lü 
et al, 2015). This supports a hypothesis that PICSAR may have an important 
functional role in maintaining normal homeostasis in certain cell types, however if 
induced in the inappropriate tissue it may promote cancer progression. 
6.2.3 The functional role of PICSAR in cSCC cell migration 
and adhesion 
To further characterize the functional mechanism of PICSAR its role in cell 
migration was investigated. Decreased migration of individual cSCC cells was noted 
on collagen I and fibronectin after PICSAR knockdown together with a significant 
increase in cell adhesion on these matrices. Also, the morphology of PICSAR 
knockdown cells was less spherical and the cells had more lamellipodia compared to 
control cells. The RNA-seq data of PICSAR knockdown cells was explored to find 
differentially expressed genes specially mediating cell adhesion. Several of these 
genes were regulated, particularly ITGA2, ITGA5 and ITGB1 genes encoding α2, α5 
and β1 integrin subunits. They form the functional heterodimeric α2β1 and α5β1 
membrane proteins, which function as cell surface receptors for type I collagen and 
fibronectin. Their mRNA expression was increased after PICSAR knockdown and 
the flow cytometry analysis confirmed increased expression of the α2, α5 and β1 
integrins also on the cell membrane. These observations indicate that PICSAR is 
regulating cell adhesion and migration by mediating integrin expression in cSCC 
cells. Indeed, cell migration is dependent on the optimal balance in integrin 
expression and the changes in the affinity of integrin-ligand binding (Palecek et al, 
1997). With increased integrin expression cell adhesion is also increased due to 
higher number of integrin bonds to the extracellular matrix, resulting in decreased 
migration rate (Palecek et al, 1997). 
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To support our findings, stably PICSAR overexpressing cSCC cells were 
generated to study how this affects cell adhesion and migration. The mRNA levels of 
α2, α5 and β1 integrins were significantly decreased in PICSAR overexpressing cells. 
Also, their expression on the cell surface was decreased based on the flow cytometry 
analysis. PICSAR overexpression resulted in impaired cell spreading and the number 
of spread cells was significantly decreased in PICSAR overexpressing cells. In 
addition, adhesion of PICSAR overexpressing cSCC cells was decreased together 
with an increase in cell migration. These observations are in accordance with our 
findings with PICSAR knockdown cSCC cells, supporting the role for PICSAR in 
cSCC cell adhesion and migration. 
The exact molecular mechanism how PICSAR controls integrin expression 
remains unanswered. The level of Src expression was noted to correlate with PICSAR 
expression. Src expression was decreased after PICSAR knockdown and increased in 
PICSAR overexpressing cells, indicating a regulatory link between these molecules. 
Src has an important role in regulating integrin-mediated cell spreading and 
adhesion by a direct interaction with integrins, but it also regulates cell motility by 
controlling focal adhesion turnover (Fincham & Frame, 1998; reviewed in Playford 
& Schaller, 2004). The morphological effects that were observed in cSCC cells after 
PICSAR knockdown or overexpression are supported by the previous reports where 
the introduction of a constitutively active variant of cellular Src into normal cells 
leads to a disruption of cell-matrix adhesions and a rounded phenotype (Wang & 
Goldberg, 1976; Fincham et al, 1995). In contrast, the catalytically inactive c-Src-
mutant increases actin stability and formation of enlarged focal adhesions, which 
eventually leads to decreased cell motility (Fincham & Frame, 1998). These findings 
suggest that PICSAR mediates adhesion and migration of cSCC cells by regulating 
integrin expression on the cell surface. PICSAR regulates also the expression of Src, 
which may contribute to regulating cell adhesion by mediating integrin affinity (Li 
et al, 2002) and actin stability (Fincham & Frame, 1998) (Figure 8). 
6.2.4 LncRNA PRECSIT promotes cSCC progression by 
regulating STAT3 and MMP expression  
LINC00346, which was later named PRECSIT, was found among the most 
upregulated lncRNAs in cSCC cells compared to NHEKs, suggesting a tumorigenic 
role in cSCC progression. PRECSIT (LINC00346) upregulation has been reported in 
breast, bladder, pancreatic, non-small cell lung and hepatocellular cancers (Liu et al, 
2016; Ye et al, 2017; Zhang et al, 2018; Wang et al, 2017; Zhang et al, 2015), however 
its subcellular localization, expression in situ or the detailed functional mechanism 
in these cancers have not been investigated.  
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The low level of PRECSIT expression in NHEKs and normal skin suggested a 
correlation between the p53 mutational status and PRECSIT, as the p53 is frequently 
mutated early in cSCC carcinogenesis (Pickering et al, 2014; South et al, 2014). The 
mutational status of the p53 protein is routinely assessed in many cancer types by 
visualizing the nuclear accumulation of the mutant p53 by immunohistochemical 
analysis (reviewed in Soussi & Béroud, 2001). Total absence of the protein may also 
imply nonsense mutation in TP53 resulting in a lack of functional p53 (Sakatani et 
al, 1998). The p53 staining intensities in our panel of tissue sections of normal skin, 
seborrheic keratosis, actinic keratosis, cSCC in situ and invasive cSCC were in 
accordance with the previous reports, where the strong or moderate nuclear 
accumulation of p53 is noted early in cSCC carcinogenesis (Einspahr et al, 1999; 
Bukhari et al, 2009; Kim et al, 2006; Onodera et al, 1996). Interestingly, TP53 
mutations are not seen in seborrheic keratoses, which are benign skin tumors with a 
clear UV mutation signature (Hafner et al, 2010; Duperret et al, 2014). In accordance 
with this, a very low level of nuclear accumulation of mutated p53 was noted in 
seborrheic keratosis tissue sections, indicating a functional p53 in vivo in these 
lesions. 
PRECSIT expression was examined together with p53 expression levels in vivo 
in parallel tissue sections. Low or moderate PRECSIT expression was noted in most 
of the NS and SK tissues with low p53 staining intensity, suggesting that PRECSIT is 
suppressed by functional p53 expressed in vivo in these lesions. A high level of 
variation in PRECSIT expression level and p53 staining intensities was noted in AK, 
cSCCIS and invasive cSCC tissues and it seems that the percentage of PRECSIT 
positive cells is not directly correlated with p53 mutational status. However, when 
the p53 staining intensities was compared in tissue samples detected with PRECSIT 
accumulation (≥ 5 PRECSIT particles per cell) the majority of these cSCC lesions 
were negative for p53, suggesting that a high PRECSIT copy number per cell could 
be related to the absence of p53 expression in vivo. It remains to be elucidated 
whether a very low basal level of PRECSIT is actually important for normal 
regulation of keratinocytes, whereas a significant induction of PRECSIT due to 
mutationally inactivated p53 could be associated with cSCC progression. 
Significantly higher expression of PRECSIT was noted in HaCaT cells with 
homozygously mutated p53 compared with NHEKs with functionally active p53. 
Moreover, adenoviral delivery of the wild-type p53 into HaCaT or cSCC cells with 
mutated p53 resulted in downregulation of PRECSIT expression in cSCC cells. These 
results show for the first time that PRECSIT is a p53 regulated lncRNA in cSCC cells. 
The regulatory network between lncRNAs and p53 has been actively studied and 
several p53-regulated lncRNAs have been identified so far (Sánchez et al, 2014; 
Léveillé et al, 2015). Vice versa, lncRNAs such as MALAT1, RoR and MEG3 have 
been shown to regulate p53 (Tripathi et al, 2013; Zhang et al, 2013; Zhou et al, 2007). 
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However, their cellular mechanisms of action differ from one another. A recent study 
shows that MALAT1 can regulate acetylation of p53 by binding to nuclear protein 
deleted in breast cancer 1 (DBC1) thus inhibiting the interaction of DBC1 with 
sirtuin 1 (SIRT1), a histone deacetylase known to deactivate p53 (Chen et al, 2017). 
MEG3 instead promotes p53 stability indirectly by downregulating the mouse 
double minute 2 homolog (MDM2) (Zhou et al, 2007). MEG3 has been also shown 
to inhibit cell proliferation in the absence of p53, suggesting a tumor suppressive 
function for MEG3 (Zhou et al, 2007). The functional mechanism how p53 regulates 
PRECSIT expression remains unanswered. It may be that PRECSIT is 
transcriptionally inhibited by a specific transcription factor which is induced by p53 
activation, or PRECSIT may be also epigenetically regulated. 
To date, only few studies have reported about functionally relevant lncRNAs in 
cSCC, in addition to our studies. A recent study reveals MALAT1 as a pro-
carcinogenic lncRNA in cSCC (Zhang et al, 2019). The authors demonstrate a 
functional mechanism for MALAT1 in interacting with c-MYC and transcriptionally 
activating kinectin 1 (KTN1) which results in positive regulation of EGFR protein 
expression (Zhang et al, 2019). In addition to MALAT1, LINC00319 was shown to 
be upregulated in cSCC and its expression was correlated with tumor size and 
lymphovascular invasion (Li et al, 2018). Supporting this finding, in our RNA-seq 
analysis of NHEKs and cSCC cells (GSE66412) LINC00319 expression is very low in 
NHEKs but induced in five out of eight cSCC cell lines. LINC00319 was shown to 
promote cell proliferation, migration and invasion (Li et al, 2018). Interestingly, 
induction of MMP-2 and MMP-9 was shown to correlate with LINC00319 
upregulation and cell invasion. LINC00319 regulatory mechanism was 
demonstrated by regulation of cyclin‐dependent kinase 3 expression via miRNA 
binding (Li et al, 2018), however the exact way how this affects MMP expression is 
not clear.  
Marked downregulation of MMP-1, MMP-3, MMP-10 and MMP-13 expression 
was noted both at mRNA and protein levels after PRECSIT knockdown in cSCC cells 
and this was demonstrated to be a result of decreased levels of activated STAT3 after 
PRECSIT knockdown. STAT3 functions as a transcription factor for several MMPs, 
including MMP-1 and MMP-3 (Itoh et al, 2006; Tsareva et al, 2007), and it has shown 
to mediate invasion signaling via MMP induction. MMP-3 and MMP-10 are 
stromelysins, capable of degrading several ECM-components and they can promote 
cSCC progression by activating latent MMPs, including MMP-1 and MMP-13 
(reviewed in Ala-aho & Kähäri, 2005). Accordingly, elevated expression of MMP-3 
and MMP-10 has been reported in cSCC (Boyd et al, 2009; Kerkelä et al, 2001). 
Additionally, MMP-13 is specifically expressed in head and neck SCCs (HNSCC) 
(Stokes et al, 2010) and in malignant squamous epithelium of the skin (Airola et al, 
1997) and it is potently inhibited by p53 (Ala-aho et al, 2002). Therefore, these results 
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identify a mechanism how p53 inhibits invasion of cSCC cells by suppressing the 
expression of PRECSIT (Figure 9).  
 
Figure 9. Proposed molecular function for PRECSIT in cSCC. 
Decreased invasion of cSCC cells through collagen type I matrix was noted after 
PRECSIT knockdown. Additionally, inhibition of STAT3 by a small-molecule 
inhibitor resulted in decreased levels of MMPs and cell invasion, supporting the role 
for STAT3 in controlling invasion of cSCC cells. Overall, these observations indicate 
that the decreased invasion of cSCC cells noted after PRECSIT knockdown is due to 
decreased levels of MMPs, which in turn are dependent on transcriptional activation 
by STAT3. Decreased level of activated STAT3 was noted after PRECSIT 
knockdown, indicating that PRECSIT specifically regulates invasion of cSCC cells 
via STAT3 signaling (Figure 9).  
The in vivo xenograft assay revealed that PRECSIT knockdown results in 
decreased tumor growth. When looking at PRECSIT expression in the control 
xenograft tumors the highest level of PRECSIT expression was noted at the tumor 
edges with a similar localization with active STAT3 when compared with the inner 
tumor mass, indicating that PRECSIT may be associated with tumor invasion and 
proteolytic activity of MMPs at the invading edge of tumors (reviewed in 
Kessenbrock et al, 2010). It may be that the decreased tumor growth after PRECSIT 
knockdown is a result of impaired tumor cell implantation and organization of the 
ECM at the early stage of tumor formation. Together, these findings indicate that 
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PRECSIT promotes progression of cSCC by specifically regulating invasion of cSCC 
cells via STAT3 signaling (Figure 9). 
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7 Summary and Conclusion 
In this study the role of lncRNAs in cSCC progression was studied in culture and in 
vivo. Two lncRNAs, LINC00162 and LINC00346, were selected for investigation as 
they were the top most induced lncRNAs in cSCC cells when compared to NHEKs, 
suggesting them as prominent tumor promoting factors. 
Induced expression of LINC00162 and LINC00346 was noted in cSCC cells in 
culture and in tissues of AK, cSCCIS and invasive cSCC in vivo when compared to 
NHEKs and normal skin. Primarily cytoplasmic localization was noted for 
LINC00162, whereas LINC00346 was mainly localized to the nucleus.  
LINC00162 expression was shown to be inhibited by the p38 signaling pathway. 
Knockdown of LINC00162 expression resulted in decreased ERK1/2 activation, 
inhibition of cell proliferation and migration, and inhibition of growth of cSCC 
xenografts in vivo. RNA-seq of cSCC cells after LINC00162 knockdown revealed 
altered expression of several genes, including DUSP6, an ERK2 specific dual-
specificity phosphatase. In the presence of DUSP6 inhibitor LINC00162 knockdown 
did not lead to decreased ERK1/2 activation, indicating DUSP6 as a regulatory link 
between LINC00162 and ERK1/2. Based on these observations, this lncRNA was 
named PICSAR (p38 inhibited cutaneous squamous cell carcinoma associated 
lincRNA). PICSAR was also shown to mediate cSCC cell adhesion and migration on 
fibronectin and collagen I by regulating the expression of cell surface receptor 
integrins. 
Expression of LINC00346 was shown to be regulated by the p53 pathway. RNA-
seq of cSCC cells after LINC00346 knockdown revealed STAT3 as one of the top 
downregulated genes together with MMP-1, MMP-3, MMP-10 and MMP-13. 
Knockdown of LINC00346 suppressed cSCC cell invasion in culture and growth of 
human cSCC xenografts in vivo. Decreased invasion was demonstrated to be a result 
of decreased level of activated STAT3 and production of MMPs. Based on these 
findings it was named PRECSIT (p53 regulated carcinoma-associated STAT3-
activating long intergenic non-protein coding transcript). 
In conclusion, PICSAR and PRECSIT are lncRNAs with a tumorigenic role in 




This work was carried out in the Department of Dermatology and Venereology, 
MediCity Research Laboratory, and the Cancer Research Laboratory of the Western 
Cancer Centre of the Cancer Center Finland (FICAN West) in the University of 
Turku and Turku University Hospital. I thank the directors of the MediCity Research 
Laboratory and the Cancer Research Laboratory, Professor Sirpa Jalkanen and 
Docent Pia Vihinen, respectively, for providing excellent working facilities for 
performing high-quality research. 
I would like to express my deepest gratitude to my supervisor Professor Veli-
Matti Kähäri for his invaluable guidance and support throughout the PhD process. I 
highly appreciate your expertise and commitment to this work. Moreover, I am truly 
grateful to you for believing in me and giving me the best possible training how to 
stand on my own two feet in the scientific world.  
I am very fortunate to have Docent Liisa Nissinen as my other supervisor and I 
sincerely thank her for the infinite patience and encouragement during these years. 
I am very grateful for your helpful guidance and all the insightful brainstorming 
sessions and discussions about science and non-science. Your passion for research is 
contagious, and your great attitude and optimism is something I will try to hold on 
to when things do not work as planned. 
I want to thank the members of my doctoral thesis committee, Professor Jyrki 
Heino and Professor Klaus Elenius for their expert advise and contribution to my 
work. I would also like to extend my appreciation to Professor Tuula Salo and 
Professor Tapio Visakorpi for reviewing my thesis and providing valuable feedback. 
I am grateful to all co-authors Docent Liisa Nissinen, Doctors Pilvi Riihilä, 
Mehdi Farshchian, Atte Kivisaari, Docent Markku Kallajoki, Professor Juha 
Peltonen, Adjunct Professor Sirkku Peltonen and Professor Jyrki Heino for excellent 
collaboration. Collectively, the extensive knowledge of all of you has been crucial to 
this work. Personnel of the Turku Bioscience services, Jouko Sandholm, Markku 
Saari, Ketlin Adel, Asta Laiho and personnel of the Histology Core of the Institute of 
Bioscience, Sinikka Collanus and Erica Nyman are warmly acknowledged for their 
expert technical assistance. Last but not least, I want to thank all the helpful people 
Minna Piipponen 
 80
in the MediCity Research Laboratory and Medisiina D Cancer Research Laboratory 
for their kind assistance. 
I warmly thank the director of the Turku Doctoral Programme of Molecular 
Medicine (TuDMM) Adjunct Professor Kati Elima and the coordinator Eeva Valve, 
as well as the members of the TuDMM student council for organizing first-rate 
scientific events, training and also non-scientific activities within the programme. 
Through the doctoral programme I have met a number of wonderful new people and 
I am very delighted for all the good times and unforgettable moments spent with 
fellow students. 
None of this would have been possible without the strong support from the 
current and past members of the Skin Cancer and Proteinases (SkiCap) group, Liisa 
Nissinen, Pilvi Riihilä, Mehdi Farshchian, Mervi Toriseva, Niina Hieta, Kristina 
Viiklepp, Pegah Rahmati Nezhad, Jaakko Knuutila, Lea Toikka, Kiira Houtsonen, 
Riitta Yrjönkoski, Sari Pitkänen and Johanna Markola. Special thanks to Sari and 
Johanna for your skillful technical assistance in the lab. Moreover, I want to thank 
you all for your friendship and all the joyful moments spent together – thanks for a 
pleasant journey! 
”The more the merrier” applies when a companionship is extended to the 
neighboring labs. I want to warmly thank the members of the Professor Heino’s and 
Professor Elenius’ group not just for their help and mutual sharing of resources on a 
critical moment, but also for all the cheerful times during these years. 
I am grateful to all my wonderful friends and partners in crime, who have been 
there for me. Kiitos Erkku, Ilana ja Pihla ystävyydestä ja virkistävistä hetkistä työn 
ulkopuolella! Rakkaat ystävät ympäri Suomea, Ville, Mirka, Jani, Sandy, Mikko, 
Sanna T., Johanna, Jesse, Vesa, Sanna M., kiitos ihanista juttutuokioista, 
illanvietoista, laskettelureissuista sekä muista seikkailuista! Thanks, Mario, for 
enjoyable dinner parties and insightful discussions about the miraculous life of a 
grad student! Lämmin kiitos JepJepJep:ille, Laipolle, Hannulle, Punkulle, Karviselle, 
Lealle ja Lauralle sunnuntai-iltojen vireyttävästä kuntoutustoiminnasta homeisella 
treenikämpällä sekä upeasta musiikkiterapiasta! Kiitokset torstai-iltojen 
vakiosulkkispoppoolle, Matille, Sofialle ja Vesa-Matille sekä muille tähtivieraille 
hyvistä peleistä ja muusta oheistoiminnasta! How you spend your spare time 
correlates directly to your overall well-being and motivation on the workplace, 
therefore I thank you all for sharing good times together. 
I am honored to have such a loving and supporting family and I cannot thank 
them enough for getting where I am now. Kiitos kaikesta, äiskä ja iskä! Sisarusten 
välillä pätee aina kirjoittamaton sopimus keskinäisestä avunannosta, mutta siitäkin 
huolimatta olette maailman parhaita ja rakkaimpia ihmisiä, Outi ja Vesku, 
vilpittömät kiitokset siitä! Kiitos, ihanat kummivanhemmat Siiri ja Pekka 
kannatuksesta ja rentouttavista Koivulan peli-illoista, Peppi ja Lasu arvokkaasta 
Acknowledgements 
 81 
kulttuurikasvatuksesta. Sydämelliset kiitokset omille Turun äiskälle ja iskälle, Helille 
ja Ekille kaikesta avusta ja kannustuksesta – minulla on onni olla osa tätä perhettä. 
Kiitos, että olette kasvattaneet niin hyväluonteisen ja rakastavan pojan (kaksikin!) 
tähän maailmaan. 
Finally, I wish to thank my dear husband, Aleksi, for everything. I am so grateful 
for your patience and loving support throughout these years. You mean the world to 
me. 
University of Turku Graduate School Funding, Turku University Foundation, 
The Finnish Cancer Research Foundation, The Cancer Society of South-West 
Finland, The state research funding of the Turku University Hospital, The 
Kymenlaakso Regional Fund of the Finnish Cultural Foundation, Instrumentarium 
Science Foundation, Ida Montin Foundation, The Paulo Foundation and The Maud 
Kuistila Memorial Foundation are gratefully acknowledged for the financial support 


















List of References 
Abel EL, Angel JM, Kiguchi K, DiGiovanni J (2009) 
Multi-stage chemical carcinogenesis in mouse 
skin: fundamentals and applications. Nat 
Protoc 4:1350-1362.  
Adams D, Gonzalez-Duarte A, O'Riordan WD, 
Yang CC, Ueda M, Kristen AV, Tournev I, 
Schmidt HH, Coelho T, Berk JL, Lin KP, Vita 
G, Attarian S, Planté-Bordeneuve V, Mezei 
MM, Campistol JM, Buades J, Brannagan TH 
3rd, Kim BJ, Oh J, Parman Y, Sekijima Y, 
Hawkins PN, Solomon SD, Polydefkis M, Dyck 
PJ, Gandhi PJ, Goyal S, Chen J, Strahs AL, 
Nochur SV, Sweetser MT, Garg PP, Vaishnaw 
AK, Gollob JA, Suhr OB (2018) Patisiran, an 
RNAi therapeutic, for hereditary transthyretin 
Amyloidosis. N Engl J Med 379:11-21.  
Agarwal V, Bell GW, Nam JW, Bartel DP (2015) 
Predicting effective microRNA target sites in 
mammalian mRNAs. Elife 4: e05005.  
Ahn R, Gupta R, Lai K, Chopra N, Arron ST, Liao W 
(2016) Network analysis of psoriasis reveals 
biological pathways and roles for coding and 
long non-coding RNAs. BMC Genomics 
17:841. 
Airola K, Johansson N, Kariniemi AL, Kähäri VM, 
Saarialho-Kere UK (1997) Human collagenase-
3 is expressed in malignant squamous 
epithelium of the skin. J Invest Dermatol 
199:225-231. 
Akervall J, Bockmühl U, Petersen I, Yang K, Carey 
TE, Kurnit DM (2003) The gene ratios c-
MYC:cyclin-dependent kinase (CDK)N2A and 
CCND1:CDKN2A correlate with poor 
prognosis in squamous cell carcinoma of the 
head and neck. Clin Cancer Res 9:1750-1755. 
Ala-aho R, Grénman R, Seth P, Kähäri VM (2002) 
Adenoviral delivery of p53 gene suppresses 
expression of collagenase-3 (MMP-13) in 
squamous carcinoma cells. Oncogene 21:1187-
1195. 
Ala-aho R, Kähäri VM (2005) Collagenases in 
cancer. Biochimie 87:273-286. 
Albrecht AS, Ørom UA (2016) Bidirectional 
expression of long ncRNA/protein-coding gene 
pairs in cancer. Brief Funct Genomics 15:167-
173. 
Al-Rohil RN, Tarasen AJ, Carlson JA, Wang K, 
Johnson A, Yelensky R, Lipson D, Elvin JA, 
Vergilio JA, Ali SM, Suh J, Miller VA, Stephens 
PJ, Ganesan P, Janku F, Karp DD, Subbiah V, 
Mihm MC, Ross JS (2016) Evaluation of 122 
advanced-stage cutaneous squamous cell 
carcinomas by comprehensive genomic 
profiling opens the door for new routes to 
targeted therapies. Cancer 122:249-257. 
Amodio N, Stamato MA, Juli G, Morelli E, Fulciniti 
M, Manzoni M, Taiana E, Agnelli L, Cantafio 
MEG, Romeo E, Raimondi L, Caracciolo D, 
Zuccalà V, Rossi M, Neri A, Munshi NC, 
Tagliaferri P, Tassone P (2018) Drugging the 
lncRNA MALAT1 via LNA gapmeR ASO 
inhibits gene expression of proteasome 
subunits and triggers anti-multiple myeloma 
activity. Leukemia 32:1948-1957.  
Amort M, Nachbauer B, Tuzlak S, Kieser A, 
Schepers A, Villunger A, Polacek N (2015) 
Expression of the vault RNA protects cells from 
undergoing apoptosis. Nat Commun 6:7030. 
Anderson CM, Zhang B, Miller M, Butko E, Wu X, 
Laver T, Kernag C, Kim J, Luo Y, Lamparski H, 
Park E, Su N, Ma XJ (2016) Fully automated 
RNAscope in situ hybridization assays for 
formalin-fixed paraffin-embedded cells and 
tissues. J Cell Biochem 117:2201-2208. 
Anwar SL, Krech T, Hasemeier B, Schipper E, 
Schweitzer N, Vogel A, Kreipe H, Lehmann U 
(2012) Loss of imprinting and allelic switching 
at the DLK1-MEG3 locus in human 
hepatocellular carcinoma. PLoS One 7:e49462. 
Aravin AA, Hannon GJ, Brennecke J (2007) The 
Piwi-piRNA pathway provides an adaptive 
defense in the transposon arms race. Science 
318:761-764. 
Artandi SE, DePinho RA (2010) Telomeres and 
telomerase in cancer. Carcinogenesis 31:9-18. 
Bachelor MA, Bowden GT (2004) UVA-mediated 
activation of signaling pathways involved in 
List of References 
 83 
skin tumor promotion and progression. Semin 
Cancer Biol 14:131-138. 
Balas MM, Johnson AM (2018) Exploring the 
mechanisms behind long noncoding RNAs and 
cancer. Noncoding RNA Res 3:108-117. 
Bamford S, Dawson E, Forbes S, Clements J, Pettett 
R, Dogan A, Flanagan A, Teague J, Futreal PA, 
Stratton MR, Wooster R (2004) The COSMIC 
(Catalogue of Somatic Mutations in Cancer) 
database and website. Br J Cancer 91:355-358. 
Bankhead P, Loughrey MB, Fernández JA, 
Dombrowski Y, McArt DG, Dunne PD, 
McQuaid S, Gray RT, Murray LJ, Coleman HG, 
James JA, Salto-Tellez M, Hamilton PW (2017) 
QuPath: Open source software for digital 
pathology image analysis. Sci Rep 7:16878.  
Barrett SP, Salzman J (2016) Circular RNAs: 
analysis, expression and potential functions. 
Development 143:1838-1847. 
Barrette K, Van Kelst S, Wouters J, Marasigan V, 
Fieuws S, Agostinis P, van den Oord J, Garmyn 
M (2014) Epithelial-mesenchymal transition 
during invasion of cutaneous squamous cell 
carcinoma is paralleled by AKT activation. Br J 
Dermatol 171:1014-1021. 
Bayoumi AS, Sayed A, Broskova Z, Teoh JP, Wilson 
J, Su H, Tang YL, Kim IM (2016) Crosstalk 
between Long Noncoding RNAs and 
MicroRNAs in Health and Disease. Int J Mol 
Sci 17:356. 
Benetatos L, Dasoula A, Hatzimichael E, Georgiou I, 
Syrrou M, Bourantas KL (2008) Promoter 
hypermethylation of the MEG3 (DLK1/MEG3) 
imprinted gene in multiple myeloma. Clin 
Lymphoma Myeloma 8:171-175. 
Benjamin CL, Ananthaswamy HN (2007) p53 and 
the pathogenesis of skin cancer. Toxicol Appl 
Pharmacol 224:241-248.  
Biddle A, Liang X, Gammon L, Fazil B, Harper LJ, 
Emich H, Costea DE, Mackenzie IC (2011) 
Cancer stem cells in squamous cell carcinoma 
switch between two distinct phenotypes that 
are preferentially migratory or proliferative. 
Cancer Res 71:5317-5326. 
Birch-Johansen F, Jensen A, Mortensen L, Olesen 
AB, Kjær SK (2010) Trends in the incidence of 
nonmelanoma skin cancer in Denmark 1978-
2007: Rapid incidence increase among young 
Danish women. Int J Cancer 127:2190-2198.  
Blythe AJ, Fox AH, Bond CS (2016) The ins and outs 
of lncRNA structure: How, why and what 
comes next? Biochim Biophys Acta 1859:46-58. 
Borchert GM, Lanier W, Davidson BL (2006) RNA 
polymerase III transcribes human microRNAs. 
Nat Struct Mol Biol 13:1097-1101. 
Bosic MM, Brasanac DC, Stojkovic-Filipovic JM, 
Zaletel IV, Gardner JM, Cirovic SL (2016) 
Expression of p300 and p300/CBP associated 
factor (PCAF) in actinic keratosis and 
squamous cell carcinoma of the skin. Exp Mol 
Pathol 100:378-385.  
Boukamp P, Petrussevska RT, Breitkreutz D, 
Hornung J, Markham A, Fusenig NE (1988) 
Normal keratinization in a spontaneously 
immortalized aneuploid human keratinocyte 
cell line. J Cell Biol 106:761-771. 
Boyd S, Virolainen S, Pärssinen J, Skoog T, van 
Hogerlinden M, Latonen L, Kyllönen L, 
Toftgard R, Saarialho-Kere U (2009) MMP-10 
(Stromelysin-2) and MMP-21 in human and 
murine squamous cell cancer. Exp Dermatol 
18:1044-1052.  
Brannan CI, Dees EC, Ingram RS, Tilghman SM 
(1990) The product of the H19 gene may 
function as an RNA. Mol Cell Biol 10:28-36. 
Brar GA, Weissman JS (2015) Ribosome profiling 
reveals the what, when, where and how of 
protein synthesis. Nat Rev Mol Cell Biol 
16:651-664. 
Brash DE (2006) Roles of the transcription factor 
p53 in keratinocyte carcinomas. Br J Dermatol 
154 Suppl 1:8-10. 
Brash DE (2015) UV signature mutations. 
Photochem Photobiol 91:15-26. 
Brennecke J, Aravin AA, Stark A, Dus M, Kellis M, 
Sachidanandam R, Hannon GJ (2007) Discrete 
small RNA-generating loci as master regulators 
of transposon activity in Drosophila. Cell 
128:1089-1103. 
Brown JA, Bulkley D, Wang J, Valenstein ML, Yario 
TA, Steitz TA, Steitz JA (2014) Structural 
insights into the stabilization of MALAT1 
noncoding RNA by a bipartite triple helix. Nat 
Struct Mol Biol 21:633-640. 
Brown VL, Harwood CA, Crook T, Cronin JG, 
Kelsell DP, Proby CM (2004) p16INK4a and 
p14ARF tumor suppressor genes are 
commonly inactivated in cutaneous squamous 
cell carcinoma. J Invest Dermatol 122:1284-
1292. 
Brunner AL, Beck AH, Edris B, Sweeney RT, Zhu SX, 
Li R, Montgomery K, Varma S, Gilks T, Guo X, 
Foley JW, Witten DM, Giacomini CP, Flynn 
RA, Pollack JR, Tibshirani R, Chang HY, van de 
Rijn M, West RB (2012) Transcriptional 
profiling of long non-coding RNAs and novel 
transcribed regions across a diverse panel of 
archived human cancers. Genome Biol 13:R75. 
Bukhari MH, Niazi S, Khaleel ME, Sharif MA, Ghani 
R, Mehmood MT, Tahseen M, Chaudhry NA, 
Hasan M (2009) Elevated frequency of p53 
Minna Piipponen 
 84
genetic mutations and AgNOR values in 
squamous cell carcinoma. J Cutan Pathol 
36:220-228. 
Burton KA, Ashack KA, Khachemoune A (2016) 
Cutaneous Squamous Cell Carcinoma: A 
Review of High-Risk and Metastatic Disease. 
Am J Clin Dermatol 17:491-508. 
Cabili MN, Dunagin MC, McClanahan PD, Biaesch 
A, Padovan-Merhar O, Regev A, Rinn JL, Raj A 
(2015) Localization and abundance analysis of 
human lncRNAs at single-cell and single-
molecule resolution. Genome Biol 16:20. 
Cai X, Cullen BR (2007) The imprinted H19 
noncoding RNA is a primary microRNA 
precursor. RNA 13:313-316.  
Calautti E, Avalle L, Poli V (2018) Psoriasis: A 
STAT3-centric view. Int J Mol Sci 19 pii: E171. 
Callens J, Van Eycken L, Henau K, Garmyn M 
(2016) Epidemiology of basal and squamous 
cell carcinoma in Belgium: the need for a 
uniform and compulsory registration. J Eur 
Acad Dermatol Venereol 30:1912-1918.  
Campbell C, Quinn AG, Ro YS, Angus B, Rees JL 
(1993) p53 mutations are common and early 
events that precede tumor invasion in 
squamous cell neoplasia of the skin. J Invest 
Dermatol 100:746-748. 
Carpenter S, Aiello D, Atianand MK, Ricci EP, 
Gandhi P, Hall LL, Byron M, Monks B, Henry-
Bezy M, Lawrence JB, O'Neill LA, Moore MJ, 
Caffrey DR, Fitzgerald KA (2013) A long 
noncoding RNA mediates both activation and 
repression of immune response genes. Science 
341:789-792. 
Casanova ML, Larcher F, Casanova B, Murillas R, 
Fernández-Aceñero MJ, Villanueva C, 
Martínez-Palacio J, Ullrich A, Conti CJ, 
Jorcano JL (2002) A critical role for ras-
mediated, epidermal growth factor receptor-
dependent angiogenesis in mouse skin 
carcinogenesis. Cancer Res 62:3402-3407. 
Chan KS, Carbajal S, Kiguchi K, Clifford J, Sano S, 
DiGiovanni J (2004) Epidermal growth factor 
receptor-mediated activation of Stat3 during 
multistage skin carcinogenesis. Cancer Res 
64:2382-2389. 
Chan KS, Sano S, Kataoka K, Abel E, Carbajal S, 
Beltran L, Clifford J, Peavey M, Shen J, 
Digiovanni J (2008) Forced expression of a 
constitutively active form of Stat3 in mouse 
epidermis enhances malignant progression of 
skin tumors induced by two-stage 
carcinogenesis. Oncogene 27:1087-1094.  
Chan KS, Sano S, Kiguchi K, Anders J, Komazawa N, 
Takeda J, DiGiovanni J (2004) Disruption of 
Stat3 reveals a critical role in both the initiation 
and the promotion stages of epithelial 
carcinogenesis. J Clin Invest 114:720-728. 
Chang GS, Chen XA, Park B, Rhee HS, Li P, Han 
KH, Mishra T, Chan-Salis KY, Li Y, Hardison 
RC, Wang Y, Pugh BF (2014) A comprehensive 
and high-resolution genome-wide response of 
p53 to stress. Cell Rep 8:514-527. 
Cheetham SW, Gruhl F, Mattick JS, Dinger ME 
(2013) Long noncoding RNAs and the genetics 
of cancer. Br J Cancer 108:2419-2425.  
Chen CJ, Heard E (2013) Small RNAs derived from 
structural non-coding RNAs. Methods 63:76-
84. 
Chen H, Weng QY, Fisher DE (2014) UV signaling 
pathways within the skin. J Invest Dermatol 
134:2080-2085. 
Chen IP, Henning S, Faust A, Boukamp P, Volkmer 
B, Greinert R (2012) UVA-induced epigenetic 
regulation of P16(INK4a) in human epidermal 
keratinocytes and skin tumor derived cells. 
Photochem Photobiol Sci 11:180-190.  
Chen L, Chen Q, Kuang S, Zhao C, Yang L, Zhang Y, 
Zhu H, Yang R (2019) USF1-induced 
upregulation of LINC01048 promotes cell 
proliferation and apoptosis in cutaneous 
squamous cell carcinoma by binding to TAF15 
to transcriptionally activate YAP1. Cell Death 
Dis 10:296. 
Chen R, Liu Y, Zhuang H, Yang B, Hei K, Xiao M, 
Hou C, Gao H, Zhang X, Jia C, Li L, Li Y, Zhang 
N (2017) Quantitative proteomics reveals that 
long non-coding RNA MALAT1 interacts with 
DBC1 to regulate p53 acetylation. Nucleic 
Acids Res 45:9947-9959. 
Chen Y, Ye W, Zhang Y, Xu Y (2015) High speed 
BLASTN: an accelerated MegaBLAST search 
tool. Nucleic Acids Res 43:7762-7768. 
Chew GL, Pauli A, Rinn JL, Regev A, Schier AF, 
Valen E (2013) Ribosome profiling reveals 
resemblance between long non-coding RNAs 
and 5' leaders of coding RNAs. Development 
140:2828-2834.  
Chiles MC, Ai L, Zuo C, Fan CY, Smoller BR (2003) 
E-cadherin promoter hypermethylation in 
preneoplastic and neoplastic skin lesions. Mod 
Pathol 16:1014-1018. 
Cho RJ, Alexandrov LB, den Breems NY, Atanasova 
VS, Farshchian M, Purdom E, Nguyen TN, 
Coarfa C, Rajapakshe K, Prisco M, Sahu J, 
Tassone P, Greenawalt EJ, Collisson EA, Wu 
W, Yao H, Su X, Guttmann-Gruber C, 
Hofbauer JP, Hashmi R, Fuentes I, Benz SC, 
Golovato J, Ehli EA, Davis CM, Davies GE, 
Covington KR, Murrell DF, Salas-Alanis JC, 
Palisson F, Bruckner AL, Robinson W, Has C, 
Bruckner-Tuderman L, Titeux M, Jonkman 
List of References 
 85 
MF, Rashidghamat E, Lwin SM, Mellerio JE, 
McGrath JA, Bauer JW, Hovnanian A, Tsai KY, 
South AP (2018). APOBEC mutation drives 
early-onset squamous cell carcinomas in 
recessive dystrophic epidermolysis bullosa. Sci 
Transl Med. 10:eaas9668. 
Clark SJ, Melki J (2002) DNA methylation and gene 
silencing in cancer: which is the guilty party? 
Oncogene 21:5380-5387. 
Cockerell CJ (2000) Histopathology of incipient 
intraepidermal squamous cell carcinoma 
("actinic keratosis"). J Am Acad Dermatol 
42:11-17. 
Conigliaro A, Costa V, Lo Dico A, Saieva L, Buccheri 
S, Dieli F, Manno M, Raccosta S, Mancone C, 
Tripodi M, De Leo G, Alessandro R (2015) 
CD90+ liver cancer cells modulate endothelial 
cell phenotype through the release of exosomes 
containing H19 lncRNA. Mol Cancer 14:155. 
Coon SL, Munson PJ, Cherukuri PF, Sugden D, Rath 
MF, Møller M, Clokie SJ, Fu C, Olanich ME, 
Rangel Z, Werner T; NISC Comparative 
Sequencing Program, Mullikin JC, Klein DC 
(2012) Circadian changes in long noncoding 
RNAs in the pineal gland. Proc Natl Acad Sci 
USA. 109:13319-13324.  
Cooper DR, Wang C, Patel R, Trujillo A, Patel NA, 
Prather J, Gould LJ, Wu MH (2018) human 
adipose-derived stem cell conditioned media 
and exosomes containing MALAT1 promote 
human dermal fibroblast migration and 
ischemic wound healing. Adv Wound Care 
(New Rochelle) 7:299-308. 
Curtin JA, Fridlyand J, Kageshita T, Patel HN, 
Busam KJ, Kutzner H, Cho KH, Aiba S, Bröcker 
EB, LeBoit PE, Pinkel D, Bastian BC (2005) 
Distinct sets of genetic alterations in 
melanoma. N Engl J Med 353:2135-2147. 
Czarnecki D (2017) Non-melanoma skin cancer 
mortality rising in susceptible Australians. J 
Eur Acad Dermatol Venereol 31:e286-e287. 
Danis J, Göblös A, Bata-Csörgő Z, Kemény L, Széll 
M (2017) PRINS non-coding RNA regulates 
nucleic acid-induced innate immune responses 
of human keratinocytes. Front Immunol 
8:1053.  
Dawson MA (2017) The cancer epigenome: 
Concepts, challenges, and therapeutic 
opportunities. Science 355:1147-1152.  
Demehri S, Liu Z, Lee J, Lin MH, Crosby SD, Roberts 
CJ, Grigsby PW, Miner JH, Farr AG, Kopan R 
(2008) Notch-deficient skin induces a lethal 
systemic B-lymphoproliferative disorder by 
secreting TSLP, a sentinel for epidermal 
integrity. PLoS Biol 6:e123. 
Demehri S, Turkoz A, Kopan R (2009) Epidermal 
Notch1 loss promotes skin tumorigenesis by 
impacting the stromal microenvironment. 
Cancer Cell 16:55-66.  
Deng H, Zhang J, Shi J, Guo Z, He C, Ding L, Tang 
JH, Hou Y (2016) Role of long non-coding 
RNA in tumor drug resistance. Tumour Biol 
37:11623-11631.  
Deras IL, Aubin SM, Blase A, Day JR, Koo S, Partin 
AW, Ellis WJ, Marks LS, Fradet Y, Rittenhouse 
H, Groskopf J (2008) PCA3: a molecular urine 
assay for predicting prostate biopsy outcome. J 
Urol 179:1587-1592. 
Devaux Y, Zangrando J, Schroen B, Creemers EE, 
Pedrazzini T, Chang CP, Dorn GW, Thum T, 
Heymans S (2015) Long noncoding RNAs in 
cardiac development and ageing. Nat Rev 
Cardiol 12:415-425. 
Di Piazza M, Nowell CS, Koch U, Durham AD, 
Radtke F (2012) Loss of cutaneous TSLP-
dependent immune responses skews the 
balance of inflammation from tumor protective 
to tumor promoting. Cancer Cell 22:479-493. 
Diederichs S (2014) The four dimensions of 
noncoding RNA conservation. Trends Genet 
30:121-123. 
Djebali S, Davis CA, Merkel A, Dobin A, Lassmann 
T, Mortazavi A, Tanzer A, Lagarde J, Lin W, 
Schlesinger F, Xue C, Marinov GK, Khatun J, 
Williams BA, Zaleski C, Rozowsky J, Röder M, 
Kokocinski F, Abdelhamid RF, Alioto T, 
Antoshechkin I, Baer MT, Bar NS, Batut P, Bell 
K, Bell I, Chakrabortty S, Chen X, Chrast J, 
Curado J, Derrien T, Drenkow J, Dumais E, 
Dumais J, Duttagupta R, Falconnet E, Fastuca 
M, Fejes-Toth K, Ferreira P, Foissac S, 
Fullwood MJ, Gao H, Gonzalez D, Gordon A, 
Gunawardena H, Howald C, Jha S, Johnson R, 
Kapranov P, King B, Kingswood C, Luo OJ, 
Park E, Persaud K, Preall JB, Ribeca P, Risk B, 
Robyr D, Sammeth M, Schaffer L, See LH, 
Shahab A, Skancke J, Suzuki AM, Takahashi H, 
Tilgner H, Trout D, Walters N, Wang H, 
Wrobel J, Yu Y, Ruan X, Hayashizaki Y, 
Harrow J, Gerstein M, Hubbard T, Reymond A, 
Antonarakis SE, Hannon G, Giddings MC, 
Ruan Y, Wold B, Carninci P, Guigó R, Gingeras 
TR (2012) Landscape of transcription in human 
cells. Nature 489:101-108. 
Derrien T, Johnson R, Bussotti G, Tanzer A, Djebali 
S, Tilgner H, Guernec G, Martin D, Merkel A, 
Knowles DG, Lagarde J, Veeravalli L, Ruan X, 
Ruan Y, Lassmann T, Carninci P, Brown JB, 
Lipovich L, Gonzalez JM, Thomas M, Davis 
CA, Shiekhattar R, Gingeras TR, Hubbard TJ, 
Notredame C, Harrow J, Guigó R (2012) The 
Minna Piipponen 
 86
GENCODE v7 catalog of human long 
noncoding RNAs: analysis of their gene 
structure, evolution, and expression. Genome 
Res 22:1775-1789. 
Dieci G, Fiorino G, Castelnuovo M, Teichmann M, 
Pagano A (2007) The expanding RNA 
polymerase III transcriptome. Trends Genet 
23:614-622. 
Dlugosz AA, Cheng C, Williams EK, Darwiche N, 
Dempsey PJ, Mann B, Dunn AR, Coffey RJ Jr, 
Yuspa SH (1995) Autocrine transforming 
growth factor alpha is dispensible for v-rasHa-
induced epidermal neoplasia: potential 
involvement of alternate epidermal growth 
factor receptor ligands. Cancer Res 55:1883-
1893. 
Doma E, Rupp C, Baccarini M (2013) EGFR-ras-raf 
signaling in epidermal stem cells: roles in hair 
follicle development, regeneration, tissue 
remodeling and epidermal cancers. Int J Mol 
Sci 14:19361-19384.  
Dotto GP, Rustgi AK (2016) Squamous Cell Cancers: 
A Unified Perspective on Biology and Genetics. 
Cancer Cell 29:622-637.  
Dugimont T, Montpellier C, Adriaenssens E, Lottin 
S, Dumont L, Iotsova V, Lagrou C, Stéhelin D, 
Coll J, Curgy JJ (1998) The H19 TATA-less 
promoter is efficiently repressed by wild-type 
tumor suppressor gene product p53. Oncogene 
16:2395-2401. 
Duperret EK, Oh SJ, McNeal A, Prouty SM, Ridky 
TW (2014) Activating FGFR3 mutations cause 
mild hyperplasia in human skin, but are 
insufficient to drive benign or malignant skin 
tumors. Cell Cycle 13:1551-1559. 
Dupuis-Sandoval F, Poirier M, Scott MS (2015) The 
emerging landscape of small nucleolar RNAs in 
cell biology. Wiley Interdiscip Rev RNA 6:381-
397. 
Dweep H, Gretz N (2015) miRWalk2.0: a 
comprehensive atlas of microRNA target 
interactions. Nat Methods 12:697. 
Dziunycz PJ, Lefort K, Wu X, Freiberger SN, Neu J, 
Djerbi N, Iotzowa-Weiss G, French LE, Dotto 
GP, Hofbauer GFL (2014) The oncogene ATF3 
is potentiated by cyclosporine A and ultraviolet 
light A. J Invest Dermatol 134:1998-2004. 
Ehrlich M (2009) DNA hypomethylation in cancer 
cells. Epigenomics 1:239-259.  
Einspahr JG, Alberts DS, Warneke JA, Bozzo P, 
Basye J, Grogan TM, Nelson MA, Bowden GT 
(1999) Relationship of p53 mutations to 
epidermal cell proliferation and apoptosis in 
human UV-induced skin carcinogenesis. 
Neoplasia 1:468-475. 
Einspahr JG, Calvert V, Alberts DS, Curiel-
Lewandrowski C, Warneke J, Krouse R, 
Stratton SP, Liotta L, Longo C, Pellacani G, 
Prasad A, Sagerman P, Bermudez Y, Deng J, 
Bowden GT, Petricoin EF 3rd (2012) 
Functional protein pathway activation 
mapping of the progression of normal skin to 
squamous cell carcinoma. Cancer Prev Res 
(Phila) 5:403-413. 
Eisemann N, Waldmann A, Geller AC, Weinstock 
MA, Volkmer B, Greinert R, Breitbart EW, 
Katalinic A (2014) Non-melanoma skin cancer 
incidence and impact of skin cancer screening 
on incidence. J Invest Dermatol 134:43-50.  
ENCODE Project Consortium (2012) An integrated 
encyclopedia of DNA elements in the human 
genome. Nature 489:57-74. 
Espinoza CA, Allen TA, Hieb AR, Kugel JF, 
Goodrich JA (2004) B2 RNA binds directly to 
RNA polymerase II to repress transcript 
synthesis. Nat Struct Mol Biol 11:822-829.  
Euhus DM, Hudd C, LaRegina MC, Johnson FE 
(1986) Tumor measurement in the nude 
mouse. J Surg Oncol 31:229-234. 
Fagegaltier D, Bougé AL, Berry B, Poisot E, Sismeiro 
O, Coppée JY, Théodore L, Voinnet O, 
Antoniewski C (2009) The endogenous siRNA 
pathway is involved in heterochromatin 
formation in Drosophila. Proc Natl Acad Sci 
USA 106:21258-2163. 
Faghihi MA, Modarresi F, Khalil AM, Wood DE, 
Sahagan BG, Morgan TE, Finch CE, St Laurent 
G 3rd, Kenny PJ, Wahlestedt C (2008) 
Expression of a noncoding RNA is elevated in 
Alzheimer's disease and drives rapid feed-
forward regulation of beta-secretase. Nat Med 
14:723-730. 
Farshchian M, Kivisaari A, Ala-Aho R, Riihilä P, 
Kallajoki M, Grénman R, Peltonen J, 
Pihlajaniemi T, Heljasvaara R, Kähäri VM 
(2011) Serpin peptidase inhibitor clade A 
member 1 (SerpinA1) is a novel biomarker for 
progression of cutaneous squamous cell 
carcinoma. Am J Pathol 179:1110-1119. 
Farshchian M, Nissinen L, Grénman R, Kähäri VM 
(2017b) Dasatinib promotes apoptosis of 
cutaneous squamous carcinoma cells by 
regulating activation of ERK1/2. Exp Dermatol 
26:89-92.  
Farshchian M, Nissinen L, Siljamäki E, Riihilä P, 
Piipponen M, Kivisaari A, Kallajoki M, 
Grénman R, Peltonen J, Peltonen S, Quint KD, 
Bavinck JNB, Kähäri VM (2017a) Tumor cell-
specific AIM2 regulates growth and invasion of 
cutaneous squamous cell carcinoma. 
Oncotarget 8:45825-45836.  
List of References 
 87 
Farshchian M, Nissinen L, Siljamäki E, Riihilä P, 
Toriseva M, Kivisaari A, Ala-Aho R, Kallajoki 
M, Veräjänkorva E, Honkanen HK, Heljasvaara 
R, Pihlajaniemi T, Grénman R, Peltonen J, 
Peltonen S, Kähäri VM (2015) EphB2 Promotes 
Progression of Cutaneous Squamous Cell 
Carcinoma. J Invest Dermatol 135:1882-1892.  
Fincham VJ, Frame MC (1998) The catalytic activity 
of Src is dispensable for translocation to focal 
adhesions but controls the turnover of these 
structures during cell motility. EMBO J 17:81-
92. 
Fincham VJ, Wyke JA, Frame MC (1995) v-Src-
induced degradation of focal adhesion kinase 
during morphological transformation of 
chicken embryo fibroblasts. Oncogene 
10:2247-2252. 
Finkel RS, Mercuri E, Darras BT, Connolly AM, 
Kuntz NL, Kirschner J, Chiriboga CA, Saito K, 
Servais L, Tizzano E, Topaloglu H, Tulinius M, 
Montes J, Glanzman AM, Bishop K, Zhong ZJ, 
Gheuens S, Bennett CF, Schneider E, Farwell 
W, De Vivo DC; ENDEAR Study Group (2017) 
Nusinersen versus sham control in infantile-
onset spinal muscular atrophy. N Engl J Med 
377:1723-1732.  
Flockhart RJ, Webster DE, Qu K, Mascarenhas N, 
Kovalski J, Kretz M, Khavari PA (2012) 
BRAFV600E remodels the melanocyte 
transcriptome and induces BANCR to regulate 
melanoma cell migration. Genome Res 
22:1006-1014.  
Flynn RA, Chang HY (2014) Long noncoding RNAs 
in cell-fate programming and reprogramming. 
Cell Stem Cell 14:752-761. 
Fraga MF, Herranz M, Espada J, Ballestar E, Paz MF, 
Ropero S, Erkek E, Bozdogan O, Peinado H, 
Niveleau A, Mao JH, Balmain A, Cano A, 
Esteller M (2004) A mouse skin multistage 
carcinogenesis model reflects the aberrant 
DNA methylation patterns of human tumors. 
Cancer Res 64:5527-5534. 
Fritsch C, Herrmann A, Nothnagel M, Szafranski K, 
Huse K, Schumann F, Schreiber S, Platzer M, 
Krawczak M, Hampe J, Brosch M (2012) 
Genome-wide search for novel human uORFs 
and N-terminal protein extensions using 
ribosomal footprinting. Genome Res 22:2208-
2218. 
Gao P, Wei GH (2017) Genomic Insight into the 
Role of lncRNA in Cancer Susceptibility. Int J 
Mol Sci 18. pii: E1239.  
Gao Y, Huang P, Zhang J (2017) Hypermethylation 
of MEG3 promoter correlates with inactivation 
of MEG3 and poor prognosis in patients with 
retinoblastoma. J Transl Med 15:268.  
García-Díez I, Hernández-Muñoz I, Hernández-
Ruiz E, Nonell L, Puigdecanet E, Bódalo-
Torruella M, Andrades E, Pujol RM, Toll A 
(2019) Transcriptome and cytogenetic 
profiling analysis of matched in situ/invasive 
cutaneous squamous cell carcinomas from 
immunocompetent patients. Genes 
Chromosomes Cancer 58:164-174. 
Garraway LA, Widlund HR, Rubin MA, Getz G, 
Berger AJ, Ramaswamy S, Beroukhim R, 
Milner DA, Granter SR, Du J, Lee C, Wagner 
SN, Li C, Golub TR, Rimm DL, Meyerson ML, 
Fisher DE, Sellers WR (2005) Integrative 
genomic analyses identify MITF as a lineage 
survival oncogene amplified in malignant 
melanoma. Nature 436:117-122. 
Garraway LA, Lander ES (2013) Lessons from the 
cancer genome. Cell 153:17-37.  
Gaulin C, Sebaratnam DF, Fernández-Peñas P 
(2015) Quality of life in non-melanoma skin 
cancer. Australas J Dermatol 56:70-76.  
Geisler S, Coller J (2013) RNA in unexpected places: 
long non-coding RNA functions in diverse 
cellular contexts. Nat Rev Mol Cell Biol 14:699-
712. 
GENCODE version 21, 
http://www.gencodegenes.org/stats.html, 
accessed 19.2.2018. 
Girard A, Sachidanandam R, Hannon GJ, Carmell 
MA (2006) A germline-specific class of small 
RNAs binds mammalian Piwi proteins. Nature 
442:199-202. 
Gofrit ON, Benjamin S, Halachmi S, Leibovitch I, 
Dotan Z, Lamm DL, Ehrlich N, Yutkin V, Ben-
Am M, Hochberg A (2014) DNA based therapy 
with diphtheria toxin-A BC-819: a phase 2b 
marker lesion trial in patients with 
intermediate risk nonmuscle invasive bladder 
cancer. J Urol 191:1697-1702.  
Gong C, Maquat LE (2011) lncRNAs transactivate 
STAU1-mediated mRNA decay by duplexing 
with 3' UTRs via Alu elements. Nature 470:284-
288. 
Gong C, Li Z, Ramanujan K, Clay I, Zhang Y, 
Lemire-Brachat S, Glass DJ (2015) A long non-
coding RNA, LncMyoD, regulates skeletal 
muscle differentiation by blocking IMP2-
mediated mRNA translation. Dev Cell 34:181-
191. 
Gopinath SC, Wadhwa R, Kumar PK (2010) 
Expression of noncoding vault RNA in human 
malignant cells and its importance in 
mitoxantrone resistance. Mol Cancer Res 
8:1536-1546. 
Gordon FE, Nutt CL, Cheunsuchon P, Nakayama Y, 
Provencher KA, Rice KA, Zhou Y, Zhang X, 
Minna Piipponen 
 88
Klibanski A (2010) Increased expression of 
angiogenic genes in the brains of mouse meg3-
null embryos. Endocrinology 151:2443-2452. 
Grandér D, Johnsson P (2016) Pseudogene-
Expressed RNAs: Emerging Roles in Gene 
Regulation and Disease. Curr Top Microbiol 
Immunol 394:111-126.  
Green AC, Olsen CM (2017) Cutaneous squamous 
cell carcinoma: an epidemiological review. Br J 
Dermatol 177:373-381.  
Griewank KG, Murali R, Schilling B, Schimming T, 
Möller I, Moll I, Schwamborn M, Sucker A, 
Zimmer L, Schadendorf D, Hillen U (2013) 
TERT promoter mutations are frequent in 
cutaneous basal cell carcinoma and squamous 
cell carcinoma. PLoS One 8:e80354. 
Groom LA, Sneddon AA, Alessi DR, Dowd S, Keyse 
SM (1996) Differential regulation of the MAP, 
SAP and RK/p38 kinases by Pyst1, a novel 
cytosolic dual-specificity phosphatase. EMBO J 
15:3621-3632. 
Guil S, Esteller M (2015) RNA-RNA interactions in 
gene regulation: the coding and noncoding 
players. Trends Biochem Sci 40:248-256. 
Guo Z, Maki M, Ding R, Yang Y, Zhang B, Xiong L 
(2014) Genome-wide survey of tissue-specific 
microRNA and transcription factor regulatory 
networks in 12 tissues. Sci Rep 4:5150. 
Gupta R, Ahn R, Lai K, Mullins E, Debbaneh M, 
Dimon M, Arron S, Liao W (2016) Landscape 
of Long Noncoding RNAs in Psoriatic and 
Healthy Skin. J Invest Dermatol 136:603-609. 
Chandra Gupta S, Nandan Tripathi Y (2017) 
Potential of long non-coding RNAs in cancer 
patients: From biomarkers to therapeutic 
targets. Int J Cancer 140:1955-1967.  
Gutschner T, Diederichs S (2012) The hallmarks of 
cancer: a long non-coding RNA point of view. 
RNA Biol 9:703-719.  
Gutschner T, Hämmerle M, Diederichs S (2013) 
MALAT1 – a paradigm for long noncoding 
RNA function in cancer. J Mol Med (Berl) 
91:791-801. 
Guttman M, Russell P, Ingolia NT, Weissman JS, 
Lander ES (2013) Ribosome profiling provides 
evidence that large noncoding RNAs do not 
encode proteins. Cell 154:240-251. 
Hafner C, Toll A, Fernández-Casado A, Earl J, 
Marqués M, Acquadro F, Méndez-Pertuz M, 
Urioste M, Malats N, Burns JE, Knowles MA, 
Cigudosa JC, Hartmann A, Vogt T, Landthaler 
M, Pujol RM, Real FX (2010) Multiple 
oncogenic mutations and clonal relationship in 
spatially distinct benign human epidermal 
tumors. Proc Natl Acad Sci USA 107:20780-
20785. 
Hall JR, Messenger ZJ, Tam HW, Phillips SL, Recio 
L, Smart RC (2015) Long noncoding RNA 
lincRNA-p21 is the major mediator of UVB-
induced and p53-dependent apoptosis in 
keratinocytes. Cell Death Dis 6:e1700.  
Hamilton AJ, Baulcombe DC (1999) A species of 
small antisense RNA in posttranscriptional 
gene silencing in plants. Science 286:950-952. 
Hammond SM, Bernstein E, Beach D, Hannon GJ 
(2000) An RNA-directed nuclease mediates 
post-transcriptional gene silencing in 
Drosophila cells. Nature 404:293-296. 
Han J, Lee Y, Yeom KH, Kim YK, Jin H, Kim VN 
(2004) The Drosha-DGCR8 complex in 
primary microRNA processing. Genes Dev 
18:3016-3027. 
Hanahan D, Weinberg RA (2000) The hallmarks of 
cancer. Cell 100:57-70. 
Hansji H, Leung EY, Baguley BC, Finlay GJ, 
Cameron-Smith D, Figueiredo VC, Askarian-
Amiri ME (2016) ZFAS1: a long noncoding 
RNA associated with ribosomes in breast 
cancer cells. Biol Direct 11:62. 
Harrow J, Frankish A, Gonzalez JM, Tapanari E, 
Diekhans M, Kokocinski F, Aken BL, Barrell D, 
Zadissa A, Searle S, Barnes I, Bignell A, 
Boychenko V, Hunt T, Kay M, Mukherjee G, 
Rajan J, Despacio-Reyes G, Saunders G, 
Steward C, Harte R, Lin M, Howald C, Tanzer 
A, Derrien T, Chrast J, Walters N, 
Balasubramanian S, Pei B, Tress M, Rodriguez 
JM, Ezkurdia I, van Baren J, Brent M, Haussler 
D, Kellis M, Valencia A, Reymond A, Gerstein 
M, Guigó R, Hubbard TJ (2012) GENCODE: 
the reference human genome annotation for 
The ENCODE Project. Genome Res 22:1760-
1774. 
Harwood CA, Proby CM, Inman GJ, Leigh IM 
(2016) The promise of genomics and the 
development of targeted therapies for 
cutaneous squamous cell carcinoma. Acta 
Derm Venereol 96:3-16.  
Hassan MQ, Tye CE, Stein GS, Lian JB (2015) Non-
coding RNAs: Epigenetic regulators of bone 
development and homeostasis. Bone 81:746-
756. 
He YY, Huang JL, Chignell CF (2004) Delayed and 
sustained activation of extracellular signal-
regulated kinase in human keratinocytes by 
UVA: implications in carcinogenesis. J Biol 
Chem 279:53867-53874.  
Hernández-Ruiz E, Toll A, García-Diez I, Andrades 
E, Ferrandiz-Pulido C, Masferrer E, Yébenes M, 
Jaka A, Gimeno J, Gimeno R, García-Patos V, 
Pujol RM, Hernández-Muñoz I (2018) The 
Polycomb proteins RING1B and EZH2 repress 
List of References 
 89 
the tumoral pro-inflammatory function in 
metastasizing primary cutaneous squamous 
cell carcinoma. Carcinogenesis 39:503-513.  
Herter EK, Li D, Toma MA, Vij M, Li X, Visscher D, 
Wang A, Chu T, Sommar P, Blomqvist L, 
Berglund D, Ståhle M, Wikstrom JD, Xu 
Landén N (2018) WAKMAR2, A Long 
Noncoding RNA Downregulated in Human 
Chronic Wounds, Modulates Keratinocyte 
Motility and Production of Inflammatory 
Chemokines. J Invest Dermatol [Epub ahead of 
print] 
Herter EK, Xu Landén N (2017) Non-Coding RNAs: 
New Players in Skin Wound Healing. Adv 
Wound Care (New Rochelle) 6:93-107. 
Hesse K, Satzger I, Schacht V, Köther B, Hillen U, 
Klode J, Schaper K, Gutzmer R (2016) 
Characterisation of prognosis and invasion of 
cutaneous squamous cell carcinoma by 
podoplanin and E-cadherin expression. 
Dermatology 232:558-565.  
Hoagland MB, Stephenson ML, Scott JF, Hecht LI, 
Zamecnik PC (1958) A soluble ribonucleic acid 
intermediate in protein synthesis. J Biol Chem 
231:241-257. 
Hogg JR, Collins K (2008) Structured non-coding 
RNAs and the RNP Renaissance. Curr Opin 
Chem Biol 12:684-689. 
Holderfield M, Deuker MM, McCormick F, 
McMahon M (2014) Targeting RAF kinases for 
cancer therapy: BRAF-mutated melanoma and 
beyond. Nat Rev Cancer 14:455-467.  
Holliday DL, Speirs V (2011) Choosing the right cell 
line for breast cancer research. Breast Cancer 
Res 13:215. 
Hu S, Wu J, Chen L, Shan G (2012) Signals from 
noncoding RNAs: unconventional roles for 
conventional pol III transcripts. Int J Biochem 
Cell Biol 44:1847-1851. 
Huang X, Yuan T, Tschannen M, Sun Z, Jacob H, Du 
M, Liang M, Dittmar RL, Liu Y, Liang M, Kohli 
M, Thibodeau SN, Boardman L, Wang L (2013) 
Characterization of human plasma-derived 
exosomal RNAs by deep sequencing. BMC 
Genomics 14:319.  
Hung T, Wang Y, Lin MF, Koegel AK, Kotake Y, 
Grant GD, Horlings HM, Shah N, Umbricht C, 
Wang P, Wang Y, Kong B, Langerød A, 
Børresen-Dale AL, Kim SK, van de Vijver M, 
Sukumar S, Whitfield ML, Kellis M, Xiong Y, 
Wong DJ, Chang HY (2011) Extensive and 
coordinated transcription of noncoding RNAs 
within cell-cycle promoters. Nat Genet 43:621-
629. 
Hurwitz J (2003) The discovery of RNA polymerase. 
J Biol Chem 280:42477-42485. 
Hutchinson JN, Ensminger AW, Clemson CM, 
Lynch CR, Lawrence JB, Chess A (2007) A 
screen for nuclear transcripts identifies two 
linked noncoding RNAs associated with SC35 
splicing domains. BMC Genomics 8:39. 
Indrieri A, Grimaldi C, Zucchelli S, Tammaro R, 
Gustincich S, Franco B. Synthetic long non-
coding RNAs [SINEUPs] rescue defective gene 
expression in vivo. Sci Rep 6:27315. 
Ingolia NT (2014) Ribosome profiling: new views of 
translation, from single codons to genome 
scale. Nat Rev Genet 15:205-213. 
Ingolia NT, Brar GA, Stern-Ginossar N, Harris MS, 
Talhouarne GJ, Jackson SE, Wills MR, 
Weissman JS (2014) Ribosome profiling reveals 
pervasive translation outside of annotated 
protein-coding genes. Cell Rep 8:1365-1379. 
Inman GJ, Wang J, Nagano A, Alexandrov LB, 
Purdie KJ, Taylor RG, Sherwood V, Thomson 
J, Hogan S, Spender LC, South AP, Stratton M, 
Chelala C, Harwood CA, Proby CM, Leigh IM 
(2018) The genomic landscape of cutaneous 
SCC reveals drivers and a novel azathioprine 
associated mutational signature. Nat Commun 
9:3667.  
Itoh M, Murata T, Suzuki T, Shindoh M, Nakajima 
K, Imai K, Yoshida K (2009) Requirement of 
STAT3 activation for maximal collagenase-1 
(MMP-1) induction by epidermal growth 
factor and malignant characteristics in T24 
bladder cancer cells. Oncogene 25:1195-1204.  
Jacquier A (2009) The complex eukaryotic 
transcriptome: unexpected pervasive 
transcription and novel small RNAs. Nat Rev 
Genet 10:833-844. 
Jeong M, Goodell MA (2016) Noncoding Regulatory 
RNAs in Hematopoiesis. Curr Top Dev Biol 
118:245-270. 
Ji P, Diederichs S, Wang W, Böing S, Metzger R, 
Schneider PM, Tidow N, Brandt B, Buerger H, 
Bulk E, Thomas M, Berdel WE, Serve H, 
Müller-Tidow C (2003) MALAT-1, a novel 
noncoding RNA, and thymosin beta4 predict 
metastasis and survival in early-stage non-small 
cell lung cancer. Oncogene 22:8031-8041. 
Ji Z, Song R, Regev A, Struhl K (2015) Many 
lncRNAs, 5'UTRs, and pseudogenes are 
translated and some are likely to express 
functional proteins. Elife 4:e08890. 
Jia ZH, Jia Y, Guo FJ, Chen J, Zhang XW, Cui MH 
(2017) Phosphorylation of STAT3 at Tyr705 
regulates MMP-9 production in epithelial 
ovarian cancer. PLoS One 12:e0183622. 
Jiang L, Vader P, Schiffelers RM (2017) Extracellular 
vesicles for nucleic acid delivery: progress and 
Minna Piipponen 
 90
prospects for safe RNA-based gene therapy. 
Gene Ther 24:157-166. 
Jiang YJ, Bikle DD (2014) LncRNA: a new player in 
1α, 25(OH)(2) vitamin D(3) /VDR protection 
against skin cancer formation. Exp Dermatol 
23:147-150. 
Jin L, Cai Q, Wang S, Wang S, Mondal T, Wang J, 
Quan Z (2018) Long noncoding RNA MEG3 
regulates LATS2 by promoting the 
ubiquitination of EZH2 and inhibits 
proliferation and invasion in gallbladder 
cancer. Cell Death Dis 9:1017.  
Junttila MR, Ala-Aho R, Jokilehto T, Peltonen J, 
Kallajoki M, Grenman R, Jaakkola P, 
Westermarck J, Kähäri VM (2007) p38alpha 
and p38delta mitogen-activated protein kinase 
isoforms regulate invasion and growth of head 
and neck squamous carcinoma cells. Oncogene 
26:5267-5279.  
Kaczmarek JC, Kowalski PS, Anderson DG (2017) 
Advances in the delivery of RNA therapeutics: 
from concept to clinical reality. Genome Med 
9:60.  
Kadara H, Scheet P, Wistuba II, Spira AE (2016) 
Early Events in the Molecular Pathogenesis of 
Lung Cancer. Cancer Prev Res (Phila) 9:518-
527. 
Kallen AN, Zhou XB, Xu J, Qiao C, Ma J, Yan L, Lu 
L, Liu C, Yi JS, Zhang H, Min W, Bennett AM, 
Gregory RI, Ding Y, Huang Y (2013) The 
imprinted H19 lncRNA antagonizes let-7 
microRNAs. Mol Cell 52:101-112.  
Kallini JR, Hamed N, Khachemoune A (2015) 
Squamous cell carcinoma of the skin: 
epidemiology, classification, management, and 
novel trends. Int J Dermatol 54:130-140. 
Kambara H, Niazi F, Kostadinova L, Moonka DK, 
Siegel CT, Post AB, Carnero E, Barriocanal M, 
Fortes P, Anthony DD, Valadkhan S (2014) 
Negative regulation of the interferon response 
by an interferon-induced long non-coding 
RNA. Nucleic Acids Res 42:10668-10680.  
Kanellou P, Zaravinos A, Zioga M, Stratigos A, 
Baritaki S, Soufla G, Zoras O, Spandidos DA 
(2008) Genomic instability, mutations and 
expression analysis of the tumour suppressor 
genes p14(ARF), p15(INK4b), p16(INK4a) and 
p53 in actinic keratosis. Cancer Lett 264:145-
161. 
Kapranov P, Cheng J, Dike S, Nix DA, Duttagupta R, 
Willingham AT, Stadler PF, Hertel J, 
Hackermüller J, Hofacker IL, Bell I, Cheung E, 
Drenkow J, Dumais E, Patel S, Helt G, Ganesh 
M, Ghosh S, Piccolboni A, Sementchenko V, 
Tammana H, Gingeras TR (2007) RNA maps 
reveal new RNA classes and a possible function 
for pervasive transcription. Science 316:1484-
1488.  
Kapusta A, Feschotte C (2014) Volatile evolution of 
long noncoding RNA repertoires: mechanisms 
and biological implications. Trends Genet 
30:439-452.  
Kataoka K, Kim DJ, Carbajal S, Clifford JL, 
DiGiovanni J (2008) Stage-specific disruption 
of Stat3 demonstrates a direct requirement 
during both the initiation and promotion stages 
of mouse skin tumorigenesis. Carcinogenesis 
29:1108-1114. 
Katsushima K, Natsume A, Ohka F, Shinjo K, 
Hatanaka A, Ichimura N, Sato S, Takahashi S, 
Kimura H, Totoki Y, Shibata T, Naito M, Kim 
HJ, Miyata K, Kataoka K, Kondo Y (2016) 
Targeting the Notch-regulated non-coding 
RNA TUG1 for glioma treatment. Nat 
Commun 7:13616.  
Kedersha NL, Rome LH (1986) Isolation and 
characterization of a novel ribonucleoprotein 
particle: large structures contain a single species 
of small RNA. J Cell Biol 103:699-709. 
Keim U, van der Pols JC, Williams GM, Green AC 
(2015) Exclusive development of a single type 
of keratinocyte skin cancer: evidence from an 
Australian population-based cohort study. J 
Invest Dermatol 135:728-733. 
Kerkelä E, Ala-aho R, Lohi J, Grénman R, M-Kähäri 
V, Saarialho-Kere U (2001) Differential 
patterns of stromelysin-2 (MMP-10) and MT1-
MMP (MMP-14) expression in epithelial skin 
cancers. Br J Cancer 84:659-669. 
Kerkelä E, Saarialho-Kere U (2003) Matrix 
metalloproteinases in tumor progression: focus 
on basal and squamous cell skin cancer. Exp 
Dermatol 12:109-125. 
Kessenbrock K, Plaks V, Werb Z (2010) Matrix 
metalloproteinases: regulators of the tumor 
microenvironment. Cell 141:52-67. 
Kharma N, Varin L, Abu-Baker A, Ouellet J, Najeh 
S, Ehdaeivand MR, Belmonte G, Ambri A, 
Rouleau G, Perreault J (2016) Automated 
design of hammerhead ribozymes and 
validation by targeting the PABPN1 gene 
transcript. Nucleic Acids Res 44:e39.  
Khurana E, Fu Y, Chakravarty D, Demichelis F, 
Rubin MA, Gerstein M (2016) Role of non-
coding sequence variants in cancer. Nat Rev 
Genet 17:93-108. 
Kim DJ, Angel JM, Sano S, DiGiovanni J (2009) 
Constitutive activation and targeted disruption 
of signal transducer and activator of 
transcription 3 (Stat3) in mouse epidermis 
reveal its critical role in UVB-induced skin 
carcinogenesis. Oncogene 28:950-960. 
List of References 
 91 
Kim DH, Marinov GK, Pepke S, Singer ZS, He P, 
Williams B, Schroth GP, Elowitz MB, Wold BJ 
(2015) Single-cell transcriptome analysis 
reveals dynamic changes in lncRNA expression 
during reprogramming. Cell Stem Cell 16:88-
101. 
Kim KH, Kim HJ, Lee TR (2017) Epidermal long 
non-coding RNAs are regulated by ultraviolet 
irradiation. Gene 637:196-202. 
Kim KH, Park EJ, Seo YJ, Cho HS, Kim CW, Kim KJ, 
Park HR (2006) Immunohistochemical study 
of cyclooxygenase-2 and p53 expression in skin 
tumors. J Dermatol 33:319-325. 
Kim NH, Choi SH, Lee TR, Lee CH, Lee AY (2014) 
Cadherin 11, a miR-675 target, induces N-
cadherin expression and epithelial-
mesenchymal transition in melasma. J Invest 
Dermatol 134:2967-2976.  
Kim SJ, Kim JH, Yang B, Jeong JS, Lee SW (2017) 
Specific and efficient regression of cancers 
harboring KRAS mutation by targeted RNA 
replacement. Mol Ther 25:356-367.  
Kino T, Hurt DE, Ichijo T, Nader N, Chrousos GP 
(2010) Noncoding RNA gas5 is a growth arrest- 
and starvation-associated repressor of the 
glucocorticoid receptor. Sci Signal 3:ra8. 
Korhonen N, Ylitalo L, Luukkaala T, Itkonen J, 
Häihälä H, Jernman J, Snellman E, Palve J 
(2019) Characteristics and trends of cutaneous 
squamous cell carcinoma in a patient cohort in 
Finland 2006-2015. Acta Derm Venereol 
99:412-416.  
Kowalski MP, Krude T (2015) Functional roles of 
non-coding Y RNAs. Int J Biochem Cell Biol 
66:20-29. 
Kramata P, Lu YP, Lou YR, Singh RN, Kwon SM, 
Conney AH (2005) Patches of mutant p53-
immunoreactive epidermal cells induced by 
chronic UVB Irradiation harbor the same p53 
mutations as squamous cell carcinomas in the 
skin of hairless SKH-1 mice. Cancer Res 
65:3577-3585. 
Kretz M, Siprashvili Z, Chu C, Webster DE, Zehnder 
A, Qu K, Lee CS, Flockhart RJ, Groff AF, Chow 
J, Johnston D, Kim GE, Spitale RC, Flynn RA, 
Zheng GX, Aiyer S, Raj A, Rinn JL, Chang HY, 
Khavari PA (2013) Control of somatic tissue 
differentiation by the long non-coding RNA 
TINCR. Nature 493:231-235. 
Kretz M, Webster DE, Flockhart RJ, Lee CS, Zehnder 
A, Lopez-Pajares V, Qu K, Zheng GX, Chow J, 
Kim GE, Rinn JL, Chang HY, Siprashvili Z, 
Khavari PA (2012) Suppression of progenitor 
differentiation requires the long noncoding 
RNA ANCR. Genes Dev 26:338-343. 
Krutmann J, Morita A, Chung JH (2012) Sun 
exposure: what molecular photodermatology 
tells us about its good and bad sides. J Invest 
Dermatol 132:976-984. 
Lai F, Orom UA, Cesaroni M, Beringer M, Taatjes 
DJ, Blobel GA, Shiekhattar R (2013) Activating 
RNAs associate with Mediator to enhance 
chromatin architecture and transcription. 
Nature 494:497-501. 
Lambert SR, Mladkova N, Gulati A, Hamoudi R, 
Purdie K, Cerio R, Leigh I, Proby C, Harwood 
CA (2014) Key differences identified between 
actinic keratosis and cutaneous squamous cell 
carcinoma by transcriptome profiling. Br J 
Cancer 110:520-529.  
Larionov A, Krause A, Miller W (2005) A standard 
curve based method for relative real time PCR 
data processing. BMC Bioinformatics 6:62. 
Latil M, Nassar D, Beck B, Boumahdi S, Wang L, 
Brisebarre A, Dubois C, Nkusi E, Lenglez S, 
Checinska A, Vercauteren Drubbel A, Devos 
M, Declercq W, Yi R, Blanpain C (2017) Cell-
type-specific chromatin states differentially 
prime squamous cell carcinoma tumor-
initiating cells for epithelial to mesenchymal 
transition. Cell Stem Cell 20:191-204.e5.  
Lau C, Killian KJ, Samuels Y, Rudloff U (2014) 
ERBB4 mutation analysis: emerging molecular 
target for melanoma treatment. Methods Mol 
Biol 1102:461-480.  
Lavie O, Edelman D, Levy T, Fishman A, Hubert A, 
Segev Y, Raveh E, Gilon M, Hochberg A (2017) 
A phase 1/2a, dose-escalation, safety, 
pharmacokinetic, and preliminary efficacy 
study of intraperitoneal administration of BC-
819 (H19-DTA) in subjects with recurrent 
ovarian/peritoneal cancer. Arch Gynecol 
Obstet 295:751-761. 
Le Thomas A, Tóth KF, Aravin AA (2014) To be or 
not to be a piRNA: genomic origin and 
processing of piRNAs. Genome Biol 15:204. 
Lee CS, Mah A, Aros CJ, Lopez-Pajares V, Bhaduri 
A, Webster DE, Kretz M, Khavari PA (2018) 
Cancer-associated long noncoding RNA 
SMRT-2 controls epidermal differentiation. J 
Invest Dermatol 138:1445-1449.  
Lee S, Kopp F, Chang TC, Sataluri A, Chen B, 
Sivakumar S, Yu H, Xie Y, Mendell JT (2016) 
Noncoding RNA NORAD regulates genomic 
stability by sequestering PUMILIO proteins. 
Cell 164:69-80.  
Lee Y, Kim M, Han J, Yeom KH, Lee S, Baek SH, Kim 
VN (2004) MicroRNA genes are transcribed by 
RNA polymerase II. EMBO J 23:4051-4060. 
Lefort K, Dotto GP (2004) Notch signaling in the 
integrated control of keratinocyte 
Minna Piipponen 
 92
growth/differentiation and tumor suppression. 
Semin Cancer Biol 14:374-386. 
Lefort K, Mandinova A, Ostano P, Kolev V, Calpini 
V, Kolfschoten I, Devgan V, Lieb J, Raffoul W, 
Hohl D, Neel V, Garlick J, Chiorino G, Dotto 
GP (2007) Notch1 is a p53 target gene involved 
in human keratinocyte tumor suppression 
through negative regulation of ROCK1/2 and 
MRCKalpha kinases. Genes Dev 21:562-577. 
Lei D, Lv L, Yang L, Wu W, Liu Y, Tu Y, Xu D, Jin 
Y, Nong X, He L (2017) Genome-wide analysis 
of mRNA and long noncoding RNA profiles in 
chronic actinic dermatitis. Biomed Res Int 
2017:7479523.  
Lei Y, Guo W, Chen B, Chen L, Gong J, Li W (2018) 
Tumor-released lncRNA H19 promotes 
gefitinib resistance via packaging into 
exosomes in non-small cell lung cancer. Oncol 
Rep 40:3438-3446.  
Leiter U, Eigentler T, Garbe C (2014) Epidemiology 
of skin cancer. Adv Exp Med Biol 810:120-140. 
Lerner MR, Boyle JA, Hardin JA, Steitz JA (1981) 
Two novel classes of small ribonucleoproteins 
detected by antibodies associated with lupus 
erythematosus. Science 211:400-402. 
Leucci E (2018) Cancer development and therapy 
resistance: spotlights on the dark side of the 
genome. Pharmacol Ther 189:22-30.  
Leucci E, Vendramin R, Spinazzi M, Laurette P, Fiers 
M, Wouters J, Radaelli E, Eyckerman S, Leonelli 
C, Vanderheyden K, Rogiers A, Hermans E, 
Baatsen P, Aerts S, Amant F, Van Aelst S, van 
den Oord J, de Strooper B, Davidson I, 
Lafontaine DL, Gevaert K, Vandesompele J, 
Mestdagh P, Marine JC (2016) Melanoma 
addiction to the long non-coding RNA 
SAMMSON. Nature 531:518-522. 
Leufke C, Leykauf J, Krunic D, Jauch A, Holtgreve-
Grez H, Böhm-Steuer B, Bröcker EB, Mauch C, 
Utikal J, Hartschuh W, Purdie KJ, Boukamp P 
(2014) The telomere profile distinguishes two 
classes of genetically distinct cutaneous 
squamous cell carcinomas. Oncogene 33:3506-
3518. 
Léveillé N, Melo CA, Rooijers K, Díaz-Lagares A, 
Melo SA, Korkmaz G, Lopes R, Akbari 
Moqadam F, Maia AR, Wijchers PJ, Geeven G, 
den Boer ML, Kalluri R, de Laat W, Esteller M, 
Agami R (2015) Genome-wide profiling of p53-
regulated enhancer RNAs uncovers a subset of 
enhancers controlled by a lncRNA. Nat 
Commun 6:6520. 
Levine AJ (1997) p53, the cellular gatekeeper for 
growth and division. Cell 88:323-331. 
Li D, Kular L, Vij M, Herter EK, Li X, Wang A, Chu 
T, Toma MA, Zhang L, Liapi E, Mota A, 
Blomqvist L, Sérézal IG, Rollman O, Wikstrom 
JD, Bienko M, Berglund D, Ståhle M, Sommar 
P, Jagodic M, Landén NX (2019) Human skin 
long noncoding RNA WAKMAR1 regulates 
wound healing by enhancing keratinocyte 
migration. Proc Natl Acad Sci USA 116:9443-
9452. 
Li F, Chen Y, Zhang Z, Ouyang J, Wang Y, Yan R, 
Huang S, Gao GF, Guo G, Chen JL (2015) 
Robust expression of vault RNAs induced by 
influenza A virus plays a critical role in 
suppression of PKR-mediated innate 
immunity. Nucleic Acids Res 43:10321-10337. 
Li F, Liao J, Duan X, He Y, Liao Y (2018) 
Upregulation of LINC00319 indicates a poor 
prognosis and promotes cell proliferation and 
invasion in cutaneous squamous cell 
carcinoma. J Cell Biochem 119:10393-10405. 
Li J, Long W, Li Q, Zhou Q, Wang Y, Wang H, Zhou 
B, Li J (2015) Distinct expression profiles of 
lncRNAs between regressive and mature scars. 
Cell Physiol Biochem 35:663-675. 
Li L, Okura M, Imamoto A (2002) Focal adhesions 
require catalytic activity of Src family kinases to 
mediate integrin-matrix adhesion. Mol Cell 
Biol 22:1203-1217. 
Li M, Li L, Zhang X, Yan Y, Wang B (2018) LncRNA 
RP11-670E13.6 regulates cell cycle progression 
in UVB damaged human dermal fibroblasts. 
Photochem Photobiol 94:589-597. 
Li W, Notani D, Ma Q, Tanasa B, Nunez E, Chen AY, 
Merkurjev D, Zhang J, Ohgi K, Song X, Oh S, 
Kim HS, Glass CK, Rosenfeld MG (2013) 
Functional roles of enhancer RNAs for 
oestrogen-dependent transcriptional 
activation. Nature 498:516-520. 
Li YY, Hanna GJ, Laga AC, Haddad RI, Lorch JH, 
Hammerman PS (2015) Genomic analysis of 
metastatic cutaneous squamous cell carcinoma. 
Clin Cancer Res 21:1447-1456.  
Li Z, Ender C, Meister G, Moore PS, Chang Y, John 
B (2012) Extensive terminal and asymmetric 
processing of small RNAs from rRNAs, 
snoRNAs, snRNAs, and tRNAs. Nucleic Acids 
Res 40:6787-6799. 
Liang X, Ma L, Long X, Wang X (2015) LncRNA 
expression profiles and validation in keloid and 
normal skin tissue. Int J Oncol 47:1829-1838.  
Lin C, Yang L (2018) Long Noncoding RNA in 
Cancer: Wiring Signaling Circuitry. Trends 
Cell Biol 28:287-301. 
Lin MF, Jungreis I, Kellis M (2011) PhyloCSF: a 
comparative genomics method to distinguish 
protein coding and non-coding regions. 
Bioinformatics 27:i275-282. 
List of References 
 93 
Lin R, Maeda S, Liu C, Karin M, Edgington TS 
(2007) A large noncoding RNA is a marker for 
murine hepatocellular carcinomas and a 
spectrum of human carcinomas. Oncogene 
26:851-858. 
Liu H, Li J, Koirala P, Ding X, Chen B, Wang Y, 
Wang Z, Wang C, Zhang X, Mo YY (2016) 
Long non-coding RNAs as prognostic markers 
in human breast cancer. Oncotarget 7:20584-
20596.  
Liu K, Yu D, Cho YY, Bode AM, Ma W, Yao K, Li S, 
Li J, Bowden GT, Dong Z, Dong Z (2013) 
Sunlight UV-induced skin cancer relies upon 
activation of the p38α signaling pathway. 
Cancer Res 73:2181-2188. 
Liu X, Hao L, Li D, Zhu L, Hu S (2015) Long non-
coding RNAs and their biological roles in 
plants. Genomics Proteomics Bioinformatics 
13:137-147. 
Lomas A, Leonardi-Bee J, Bath-Hextall F (2012) A 
systematic review of worldwide incidence of 
nonmelanoma skin cancer. Br J Dermatol 
166:1069-1080.  
Lopez-Pajares V, Qu K, Zhang J, Webster DE, 
Barajas BC, Siprashvili Z, Zarnegar BJ, Boxer 
LD, Rios EJ, Tao S, Kretz M, Khavari PA (2015) 
A LncRNA-MAF:MAFB transcription factor 
network regulates epidermal differentiation. 
Dev Cell 32:693-706.  
Lu Y, Hu Z, Mangala LS, Stine ZE, Hu X, Jiang D, 
Xiang Y, Zhang Y, Pradeep S, Rodriguez-
Aguayo C, Lopez-Berestein G, DeMarzo AM, 
Sood AK, Zhang L, Dang CV (2018) MYC 
targeted long noncoding RNA DANCR 
promotes cancer in part by reducing p21 levels. 
Cancer Res 78:64-74.  
Ludwig H, Weisel K, Petrucci MT, Leleu X, Cafro 
AM, Garderet L, Leitgeb C, Foa R, Greil R, 
Yakoub-Agha I, Zboralski D, Vauléon S, 
Dümmler T, Beyer D, Kruschinski A, Riecke K, 
Baumann M, Engelhardt M (2017) Olaptesed 
pegol, an anti-CXCL12/SDF-1 Spiegelmer, 
alone and with bortezomib-dexamethasone in 
relapsed/refractory multiple myeloma: a Phase 
IIa Study. Leukemia 31:997-1000.  
Lü M, Tian H, Cao YX, He X, Chen L, Song X, Ping 
P, Huang H, Sun F (2015) Downregulation of 
miR-320a/383-sponge-like long non-coding 
RNA NLC1-C (narcolepsy candidate-region 1 
genes) is associated with male infertility and 
promotes testicular embryonal carcinoma cell 
proliferation. Cell Death Dis 6:e1960. 
Lucchetta EM, Carthew RW, Ismagilov RF (2009) 
The endo-siRNA pathway is essential for robust 
development of the Drosophila embryo. PLoS 
One 4:e7576. 
Ma L, Bajic VB, Zhang Z (2013) On the classification 
of long non-coding RNAs. RNA Biol 10:925-
933. 
Macias E, Rao D, Digiovanni J (2013) Role of stat3 in 
skin carcinogenesis: insights gained from 
relevant mouse models. J Skin Cancer 
2013:684050.  
Mahmoudi S, Henriksson S, Corcoran M, Méndez-
Vidal C, Wiman KG, Farnebo M (2009) 
Wrap53, a natural p53 antisense transcript 
required for p53 induction upon DNA damage. 
Mol Cell 33:462-471.  
Malakar P, Shilo A, Mogilevsky A, Stein I, Pikarsky 
E, Nevo Y, Benyamini H, Elgavish S, Zong X, 
Prasanth KV, Karni R (2017) Long noncoding 
RNA MALAT1 promotes hepatocellular 
carcinoma development by SRSF1 
upregulation and mTOR activation. Cancer Res 
77:1155-1167.  
Manca A, Lissia A, Cossu A, Rubino C, Ascierto PA, 
Stanganelli I, Palmieri G (2013) Mutations in 
ERBB4 may have a minor role in melanoma 
pathogenesis. J Invest Dermatol 133:1685-1687. 
Mao YS, Sunwoo H, Zhang B, Spector DL (2011) 
Direct visualization of the co-transcriptional 
assembly of a nuclear body by noncoding 
RNAs. Nat Cell Biol 13:95-101. 
Marchese FP, Huarte M (2014) Long non-coding 
RNAs and chromatin modifiers: their place in 
the epigenetic code. Epigenetics 9:21-26.  
Mariner PD, Walters RD, Espinoza CA, Drullinger 
LF, Wagner SD, Kugel JF, Goodrich JA (2008) 
Human Alu RNA is a modular transacting 
repressor of mRNA transcription during heat 
shock. Mol Cell 29:499-509.  
Martianov I, Ramadass A, Serra Barros A, Chow N, 
Akoulitchev A (2007) Repression of the human 
dihydrofolate reductase gene by a non-coding 
interfering transcript. Nature 445:666-670.  
Martín-Ezquerra G, Salgado R, Toll A, Gilaberte M, 
Baró T, Alameda Quitllet F, Yébenes M, Solé F, 
Garcia-Muret M, Espinet B, Pujol RM (2010) 
Multiple genetic copy number alterations in 
oral squamous cell carcinoma: study of MYC, 
TP53, CCDN1, EGFR and ERBB2 status in 
primary and metastatic tumours. Br J Dermatol 
163:1028-1035. 
Martincorena I, Roshan A, Gerstung M, Ellis P, Van 
Loo P, McLaren S, Wedge DC, Fullam A, 
Alexandrov LB, Tubio JM, Stebbings L, 
Menzies A, Widaa S, Stratton MR, Jones PH, 
Campbell PJ (2015) High burden and pervasive 
positive selection of somatic mutations in 
normal human skin. Science 348:880-886.  
Matouk IJ, Mezan S, Mizrahi A, Ohana P, Abu-Lail 
R, Fellig Y, Degroot N, Galun E, Hochberg A 
Minna Piipponen 
 94
(2010) The oncofetal H19 RNA connection: 
hypoxia, p53 and cancer. Biochim Biophys Acta 
1803:443-451. 
Matouk IJ, Raveh E, Abu-lail R, Mezan S, Gilon M, 
Gershtain E, Birman T, Gallula J, Schneider T, 
Barkali M, Richler C, Fellig Y, Sorin V, Hubert 
A, Hochberg A, Czerniak A (2014) Oncofetal 
H19 RNA promotes tumor metastasis. Biochim 
Biophys Acta 1843:1414-1426. 
Matsumura Y, Ananthaswamy HN (2004) Toxic 
effects of ultraviolet radiation on the skin. 
Toxicol Appl Pharmacol 195:298-308. 
Mattick JS (2004) RNA regulation: a new genetics? 
Nat Rev Genet 5:316-323. 
Mattick JS, Makunin IV (2006) Non-coding RNA. 
Hum Mol Genet 15 Spec No 1:R17-29. 
McLysaght A, Guerzoni D (2015) New genes from 
non-coding sequence: the role of de novo 
protein-coding genes in eukaryotic 
evolutionary innovation. Philos Trans R Soc 
Lond B Biol Sci 370:20140332. 
Mei XL, Zhong S (2019) Long noncoding RNA 
LINC00520 prevents the progression of 
cutaneous squamous cell carcinoma through 
the inactivation of the PI3K/Akt signaling 
pathway by downregulating EGFR. Chin Med J 
(Engl) 132:454-465. 
Meier K, Drexler SK, Eberle FC, Lefort K, Yazdi AS 
(2016) Silencing of ASC in cutaneous 
squamous cell carcinoma. PLoS One 
11:e0164742.  
Melé M, Rinn JL (2016) "Cat's Cradling" the 3D 
Genome by the Act of LncRNA Transcription. 
Mol Cell 62:657-664. 
Melnikova VO, Pacifico A, Chimenti S, Peris K, 
Ananthaswamy HN (2005) Fate of UVB-
induced p53 mutations in SKH-hr1 mouse skin 
after discontinuation of irradiation: 
relationship to skin cancer development. 
Oncogene 24:7055-7063. 
Migden MR, Rischin D, Schmults CD, Guminski A, 
Hauschild A, Lewis KD, Chung CH, 
Hernandez-Aya L, Lim AM, Chang ALS, 
Rabinowits G, Thai AA, Dunn LA, Hughes 
BGM, Khushalani NI, Modi B, Schadendorf D, 
Gao B, Seebach F, Li S, Li J, Mathias M, Booth 
J, Mohan K, Stankevich E, Babiker HM, Brana 
I, Gil-Martin M, Homsi J, Johnson ML, Moreno 
V, Niu J, Owonikoko TK, Papadopoulos KP, 
Yancopoulos GD, Lowy I, Fury MG (2018) PD-
1 blockade with cemiplimab in advanced 
cutaneous squamous-cell carcinoma. N Engl J 
Med 379:341-351. 
Millar AA, Waterhouse PM (2005) Plant and animal 
microRNAs: similarities and differences. Funct 
Integr Genomics 5:129-135. 
Mills JD, Kavanagh T, Kim WS, Chen BJ, Kawahara 
Y, Halliday GM, Janitz M (2013) Unique 
transcriptome patterns of the white and grey 
matter corroborate structural and functional 
heterogeneity in the human frontal lobe. PLoS 
One 8:e78480.  
Mitsui H, Suárez-Fariñas M, Gulati N, Shah KR, 
Cannizzaro MV, Coats I, Felsen D, Krueger JG, 
Carucci JA. Gene expression profiling of the 
leading edge of cutaneous squamous cell 
carcinoma: IL-24-driven MMP-7. J Invest 
Dermatol 134:1418-1427. 
Mocellin S, Provenzano M (2004) RNA interference: 
learning gene knock-down from cell 
physiology. J Transl Med 2:39. 
Modarresi F, Faghihi MA, Lopez-Toledano MA, 
Fatemi RP, Magistri M, Brothers SP, van der 
Brug MP, Wahlestedt C (2012) Inhibition of 
natural antisense transcripts in vivo results in 
gene-specific transcriptional upregulation. Nat 
Biotechnol 30:453-459. 
Mondal T, Subhash S, Vaid R, Enroth S, Uday S, 
Reinius B, Mitra S, Mohammed A, James AR, 
Hoberg E, Moustakas A, Gyllensten U, Jones SJ, 
Gustafsson CM, Sims AH, Westerlund F, 
Gorab E, Kanduri C (2015) MEG3 long 
noncoding RNA regulates the TGF-β pathway 
genes through formation of RNA-DNA triplex 
structures. Nat Commun 6:7743.  
Moraes F, Góes A (2016) A decade of human 
genome project conclusion: Scientific diffusion 
about our genome knowledge. Biochem Mol 
Biol Educ 44:215-223. 
Mortier L, Marchetti P, Delaporte E, Martin de 
Lassalle E, Thomas P, Piette F, Formstecher P, 
Polakowska R, Danzé PM (2002) Progression of 
actinic keratosis to squamous cell carcinoma of 
the skin correlates with deletion of the 9p21 
region encoding the p16(INK4a) tumor 
suppressor. Cancer Lett 176:205-214. 
Muda M, Theodosiou A, Gillieron C, Smith A, 
Chabert C, Camps M, Boschert U, Rodrigues N, 
Davies K, Ashworth A, Arkinstall S (1998) The 
mitogen-activated protein kinase phosphatase-
3 N-terminal noncatalytic region is responsible 
for tight substrate binding and enzymatic 
specificity. J Biol Chem 273:9323-9329. 
Mueller SA, Gauthier MA, Ashford B, Gupta R, 
Gayevskiy V, Ch'ng S, Palme CE, Shannon K, 
Clark JR, Ranson M, Cowley MJ (2019) 
Mutational patterns in metastatic cutaneous 
squamous cell carcinoma. J Invest Dermatol 
[Epub ahead of print] 
Murao K, Kubo Y, Ohtani N, Hara E, Arase S (2006) 
Epigenetic abnormalities in cutaneous 
squamous cell carcinomas: frequent 
List of References 
 95 
inactivation of the RB1/p16 and p53 pathways. 
Br J Dermatol 155:999-1005. 
Nakagawa S, Ip JY, Shioi G, Tripathi V, Zong X, 
Hirose T, Prasanth KV (2012) Malat1 is not an 
essential component of nuclear speckles in 
mice. RNA 18:1487-1499. 
Narayanan DL, Saladi RN, Fox JL (2010) Ultraviolet 
radiation and skin cancer. Int J Dermatol 
49:978-986. 
Nassar D, Latil M, Boeckx B, Lambrechts D, 
Blanpain C (2015) Genomic landscape of 
carcinogen-induced and genetically induced 
mouse skin squamous cell carcinoma. Nat Med 
21:946-954.  
Neel VA, Todorova K, Wang J, Kwon E, Kang M, Liu 
Q, Gray N, Lee SW, Mandinova A (2016) 
Sustained Akt Activity Is Required to Maintain 
Cell Viability in Seborrheic Keratosis, a Benign 
Epithelial Tumor. J Invest Dermatol 136:696-
705. 
Nehal KS, Bichakjian CK (2018) Update on 
Keratinocyte Carcinomas. N Engl J Med 
379:363-374. 
Nguyen BC, Lefort K, Mandinova A, Antonini D, 
Devgan V, Della Gatta G, Koster MI, Zhang Z, 
Wang J, Tommasi di Vignano A, Kitajewski J, 
Chiorino G, Roop DR, Missero C, Dotto GP 
(2006) Cross-regulation between Notch and 
p63 in keratinocyte commitment to 
differentiation. Genes Dev 20:1028-1042. 
Niazi F, Valadkhan S (2012) Computational analysis 
of functional long noncoding RNAs reveals 
lack of peptide-coding capacity and parallels 
with 3' UTRs. RNA 18:825-843. 
Nissinen L, Kähäri VM (2014) Matrix 
metalloproteinases in inflammation. Biochim 
Biophys Acta 1840:2571-2580.  
Nitsche A, Stadler PF (2017) Evolutionary clues in 
lncRNAs. Wiley Interdiscip Rev RNA 8. 
Noh JH, Kim KM, McClusky WG, Abdelmohsen K, 
Gorospe M (2018) Cytoplasmic functions of 
long noncoding RNAs. Wiley Interdiscip Rev 
RNA 9:e1471.  
Nowak CM, Lawson S, Zerez M, Bleris L (2016) 
Guide RNA engineering for versatile Cas9 
functionality. Nucleic Acids Res 44:9555-9564. 
Nowell C, Radtke F (2013) Cutaneous Notch 
signaling in health and disease. Cold Spring 
Harb Perspect Med 3:a017772. 
Oberholzer PA, Kee D, Dziunycz P, Sucker A, 
Kamsukom N, Jones R, Roden C, Chalk CJ, 
Ardlie K, Palescandolo E, Piris A, MacConaill 
LE, Robert C, Hofbauer GF, McArthur GA, 
Schadendorf D, Garraway LA (2012) RAS 
mutations are associated with the development 
of cutaneous squamous cell tumors in patients 
treated with RAF inhibitors. J Clin Oncol 
30:316-321 
Olena AF, Patton JG (2010) Genomic organization 
of microRNAs. J Cell Physiol 222:540-555. 
Onodera H, Nakamura S, Sugai T (1996) Cell 
proliferation and p53 protein expressions in 
cutaneous epithelial neoplasms. Am J 
Dermatopathol 18:580-588. 
Palade GE (1955) A small particulate component of 
the cytoplasm. J Biophys Biochem Cytol 1:59-
68. 
Palecek SP, Loftus JC, Ginsberg MH, Lauffenburger 
DA, Horwitz AF (1997) Integrin-ligand 
binding properties govern cell migration speed 
through cell-substratum adhesiveness. Nature 
385:537-540. 
Pandeya N, Olsen CM, Whiteman DC (2017) The 
incidence and multiplicity rates of keratinocyte 
cancers in Australia. Med J Aust 207:339-343. 
Pang KC, Frith MC, Mattick JS (2006) Rapid 
evolution of noncoding RNAs: lack of 
conservation does not mean lack of function. 
Trends Genet 22:1-5. 
Pantano L, Jodar M, Bak M, Ballescà JL, Tommerup 
N, Oliva R, Vavouri T (2015) The small RNA 
content of human sperm reveals pseudogene-
derived piRNAs complementary to protein-
coding genes. RNA 21:1085-1095. 
Paraskevopoulou MD, Vlachos IS, Karagkouni D, 
Georgakilas G, Kanellos I, Vergoulis T, 
Zagganas K, Tsanakas P, Floros E, Dalamagas 
T, Hatzigeorgiou AG (2016) DIANA-LncBase 
v2: indexing microRNA targets on non-coding 
transcripts. Nucleic Acids Res 44:D231-238.  
Patterson KI, Brummer T, O'Brien PM, Daly RJ 
(2009) Dual-specificity phosphatases: critical 
regulators with diverse cellular targets. 
Biochem J 418:475-489. 
Pennisi E (2000) Human Genome Project. And the 
gene number is...? Science 288:1146-1147. 
Pertea M (2012) The human transcriptome: an 
unfinished story. Genes (Basel) 3:344-360. 
Persson H, Kvist A, Vallon-Christersson J, 
Medstrand P, Borg A, Rovira C (2009) The 
non-coding RNA of the multidrug resistance-
linked vault particle encodes multiple 
regulatory small RNAs. Nat Cell Biol 11:1268-
1271. 
Pfeifer GP, You YH, Besaratinia A (2005) Mutations 
induced by ultraviolet light. Mutat Res 571:19-
31. 
Pickering CR, Zhou JH, Lee JJ, Drummond JA, Peng 
SA, Saade RE, Tsai KY, Curry JL, Tetzlaff MT, 
Lai SY, Yu J, Muzny DM, Doddapaneni H, 
Shinbrot E, Covington KR, Zhang J, Seth S, 
Caulin C, Clayman GL, El-Naggar AK, Gibbs 
Minna Piipponen 
 96
RA, Weber RS, Myers JN, Wheeler DA, 
Frederick MJ (2014) Mutational landscape of 
aggressive cutaneous squamous cell carcinoma. 
Clin Cancer Res 20:6582-6592. 
Piipponen M, Nissinen L, Farshchian M, Riihilä P, 
Kivisaari A, Kallajoki M, Peltonen J, Peltonen S, 
Kähäri VM (2016) Long noncoding RNA 
PICSAR promotes growth of cutaneous 
squamous cell carcinoma by regulating ERK1/2 
activity. J Invest Dermatol 136:1701-1710. 
Pircher A, Gebetsberger J, Polacek N (2014) 
Ribosome-associated ncRNAs: an emerging 
class of translation regulators. RNA Biol 
11:1335-1339.  
Place RF, Noonan EJ (2014) Non-coding RNAs turn 
up the heat: an emerging layer of novel 
regulators in the mammalian heat shock 
response. Cell Stress Chaperones 19:159-172. 
Playford MP, Schaller MD (2004) The interplay 
between Src and integrins in normal and tumor 
biology. Oncogene 23:7928-7946. 
Ponzio G, Rezzonico R, Bourget I, Allan R, Nottet N, 
Popa A, Magnone V, Rios G, Mari B, Barbry P 
(2017) A new long noncoding RNA (lncRNA) 
is induced in cutaneous squamous cell 
carcinoma and down-regulates several 
anticancer and cell differentiation genes in 
mouse. J Biol Chem 292:12483-12495.  
Pópulo H, Boaventura P, Vinagre J, Batista R, 
Mendes A, Caldas R, Pardal J, Azevedo F, 
Honavar M, Guimarães I, Manuel Lopes J, 
Sobrinho-Simões M, Soares P (2014) TERT 
promoter mutations in skin cancer: the effects 
of sun exposure and X-irradiation. J Invest 
Dermatol 134:2251-2257. 
Pruszko M, Milano E, Forcato M, Donzelli S, Ganci 
F, Di Agostino S, De Panfilis S, Fazi F, Bates 
DO, Bicciato S, Zylicz M, Zylicz A, Blandino G, 
Fontemaggi G (2017) The mutant p53-ID4 
complex controls VEGFA isoforms by 
recruiting lncRNA MALAT1. EMBO Rep 
18:1331-1351. 
Pylayeva-Gupta Y1, Grabocka E, Bar-Sagi D (2011) 
RAS oncogenes: weaving a tumorigenic web. 
Nat Rev Cancer 11:761-774. 
Qi P, Zhou XY, Du X (2016) Circulating long non-
coding RNAs in cancer: current status and 
future perspectives. Mol Cancer 15:39. 
Qu L, Ding J, Chen C, Wu ZJ, Liu B, Gao Y, Chen 
W, Liu F, Sun W, Li XF, Wang X, Wang Y, Xu 
ZY, Gao L, Yang Q, Xu B, Li YM, Fang ZY, Xu 
ZP, Bao Y, Wu DS, Miao X, Sun HY, Sun YH, 
Wang HY, Wang LH (2016) Exosome-
Transmitted lncARSR Promotes Sunitinib 
Resistance in Renal Cancer by Acting as a 
Competing Endogenous RNA. Cancer Cell 
29:653-668. 
Quinn JJ, Chang HY (2016) Unique features of long 
non-coding RNA biogenesis and function. Nat 
Rev Genet 17:47-62. 
Que SKT, Zwald FO, Schmults CD (2018) 
Cutaneous squamous cell carcinoma: 
Management of advanced and high-stage 
tumors. J Am Acad Dermatol 78:249-261.  
Ra SH, Li X, Binder S (2011) Molecular 
discrimination of cutaneous squamous cell 
carcinoma from actinic keratosis and normal 
skin. Mod Pathol 24:963-973.  
Rangarajan A, Talora C, Okuyama R, Nicolas M, 
Mammucari C, Oh H, Aster JC, Krishna S, 
Metzger D, Chambon P, Miele L, Aguet M, 
Radtke F, Dotto GP (2001) Notch signaling is a 
direct determinant of keratinocyte growth 
arrest and entry into differentiation. EMBO J 
20:3427-3436. 
Ratushny V, Gober MD, Hick R, Ridky TW, Seykora 
JT (2012) From keratinocyte to cancer: the 
pathogenesis and modeling of cutaneous 
squamous cell carcinoma. J Clin Invest 
122:464-472. 
Raveh E, Matouk IJ, Gilon M, Hochberg A (2015) 
The H19 Long non-coding RNA in cancer 
initiation, progression and metastasis - a 
proposed unifying theory. Mol Cancer 14:184. 
Ravid O, Shoshani O, Sela M, Weinstock A, Sadan 
TW, Gur E, Zipori D, Shani N (2014) Relative 
genomic stability of adipose tissue derived 
mesenchymal stem cells: analysis of ploidy, H19 
long non-coding RNA and p53 activity. Stem 
Cell Res Ther 5:139.  
Reddy R, Busch H (1983) Small nuclear RNAs and 
RNA processing. Prog Nucleic Acid Res Mol 
Biol 30:127-162. 
Reichrath J, Saternus R, Vogt T (2017) Endocrine 
actions of vitamin D in skin: Relevance for 
photocarcinogenesis of non-melanoma skin 
cancer, and beyond. Mol Cell Endocrinol 
453:96-102. 
Reymond C, Beaudoin JD, Perreault JP (2009) 
Modulating RNA structure and catalysis: 
lessons from small cleaving ribozymes. Cell 
Mol Life Sci 66:3937-3950. 
Richtig G, Ehall B, Richtig E, Aigelsreiter A, 
Gutschner T, Pichler M (2017) Function and 
Clinical Implications of Long Non-Coding 
RNAs in Melanoma. Int J Mol Sci 18. pii: E715. 
Riihilä PM, Nissinen LM, Ala-Aho R, Kallajoki M, 
Grénman R, Meri S, Peltonen S, Peltonen J, 
Kähäri VM (2014) Complement factor H: a 
biomarker for progression of cutaneous 
List of References 
 97 
squamous cell carcinoma. J Invest Dermatol 
134:498-506.  
Riihilä P, Nissinen L, Farshchian M, Kallajoki M, 
Kivisaari A, Meri S, Grénman R, Peltonen S, 
Peltonen J, Pihlajaniemi T, Heljasvaara R, 
Kähäri VM (2017) Complement Component 
C3 and Complement Factor B Promote Growth 
of Cutaneous Squamous Cell Carcinoma. Am J 
Pathol 187:1186-1197.  
Riihilä P, Nissinen L, Farshchian M, Kivisaari A, 
Ala-Aho R, Kallajoki M, Grénman R, Meri S, 
Peltonen S, Peltonen J, Kähäri VM (2015) 
Complement factor I promotes progression of 
cutaneous squamous cell carcinoma. J Invest 
Dermatol 135:579-588.  
Roberts TC, Morris KV, Weinberg MS (2014) 
Perspectives on the mechanism of 
transcriptional regulation by long non-coding 
RNAs. Epigenetics 9:13-20. 
Robinson JT, Thorvaldsdóttir H, Winckler W, 
Guttman M, Lander ES, Getz G, Mesirov JP 
(2011) Integrative genomics viewer. Nat 
Biotechnol 29:24-26.  
Robsahm TE, Helsing P, Veierød MB (2015) 
Cutaneous squamous cell carcinoma in 
Norway 1963-2011: increasing incidence and 
stable mortality. Cancer Med 4:472-480.  
Rodríguez-Paredes M, Bormann F, Raddatz G, 
Gutekunst J, Lucena-Porcel C, Köhler F, 
Wurzer E, Schmidt K, Gallinat S, Wenck H, 
Röwert-Huber J, Denisova E, Feuerbach L, Park 
J, Brors B, Herpel E, Nindl I, Hofmann TG, 
Winnefeld M, Lyko F (2018) Methylation 
profiling identifies two subclasses of squamous 
cell carcinoma related to distinct cells of origin. 
Nat Commun 9:577.  
Roeder R, Rutter W (1969) Multiple forms of DNA-
dependent RNA polymerase in eukaryotic 
organisms. Nature 224:234-237. 
Rogers HW, Weinstock MA, Feldman SR, Coldiron 
BM (2015) Incidence Estimate of 
Nonmelanoma Skin Cancer (Keratinocyte 
Carcinomas) in the U.S. Population, 2012. 
JAMA Dermatol 151:1081-1086.  
Rosenblad MA, Larsen N, Samuelsson T, Zwieb C 
(2009) Kinship in the SRP RNA family. RNA 
Biol 6:508-516. 
Rubió-Casadevall J, Hernandez-Pujol AM, Ferreira-
Santos MC, Morey-Esteve G, Vilardell L, Osca-
Gelis G, Vilar-Coromina N, Marcos-Gragera R 
(2016) Trends in incidence and survival 
analysis in non-melanoma skin cancer from 
1994 to 2012 in Girona, Spain: A population-
based study. Cancer Epidemiol 45:6-10. 
Ruiz-Orera J, Messeguer X, Subirana JA, Alba MM 
(2014) Long non-coding RNAs as a source of 
new peptides. Elife 3:e03523. 
Sánchez Y, Huarte M (2013) Long non-coding 
RNAs: challenges for diagnosis and therapies. 
Nucleic Acid Ther 23:15-20. 
Sakatani S, Kusakabe H, Kiyokane K, Suzuki K 
(1998) p53 gene mutations in squamous cell 
carcinoma occurring in scars: comparison with 
p53 protein immunoreactivity. Am J 
Dermatopathol 20:463-467. 
Sánchez Y, Segura V, Marín-Béjar O, Athie A, 
Marchese FP, González J, Bujanda L, Guo S, 
Matheu A, Huarte M (2014) Genome-wide 
analysis of the human p53 transcriptional 
network unveils a lncRNA tumour suppressor 
signature. Nat Commun 5:5812. 
Sand M, Bechara FG, Sand D, Gambichler T, Hahn 
SA, Bromba M, Stockfleth E, Hessam S (2016) 
Long-noncoding RNAs in basal cell carcinoma. 
Tumour Biol 37:10595-10608. 
Sand M, Bechara FG, Sand D, Gambichler T, Hahn 
SA, Bromba M, Stockfleth E, Hessam S (2016) 
Expression profiles of long noncoding RNAs in 
cutaneous squamous cell carcinoma. 
Epigenomics 8:501-518. 
Sang LJ, Ju HQ, Liu GP, Tian T, Ma GL, Lu YX, Liu 
ZX, Pan RL, Li RH, Piao HL, Marks JR, Yang 
LJ, Yan Q, Wang W, Shao J, Zhou Y, Zhou T, 
Lin A (2018) LncRNA CamK-A regulates 
Ca2+-signaling-mediated tumor 
microenvironment remodeling. Mol Cell 
72:71-83.e7.  
Sano S, Chan KS, DiGiovanni J (2008) Impact of 
Stat3 activation upon skin biology: a dichotomy 
of its role between homeostasis and diseases. J 
Dermatol Sci 50:1-14.  
Sano S, Chan KS, Kira M, Kataoka K, Takagi S, 
Tarutani M, Itami S, Kiguchi K, Yokoi M, 
Sugasawa K, Mori T, Hanaoka F, Takeda J, 
DiGiovanni J (2005) Signal transducer and 
activator of transcription 3 is a key regulator of 
keratinocyte survival and proliferation 
following UV irradiation. Cancer Res 65:5720-
5729. 
Sano S, Itami S, Takeda K, Tarutani M, Yamaguchi 
Y, Miura H, Yoshikawa K, Akira S, Takeda J 
(1999) Keratinocyte-specific ablation of Stat3 
exhibits impaired skin remodeling, but does 
not affect skin morphogenesis. EMBO J 
18:4657-4668. 
Sarma K, Levasseur P, Aristarkhov A, Lee JT (2010) 
Locked nucleic acids (LNAs) reveal sequence 
requirements and kinetics of Xist RNA 
localization to the X chromosome. Proc Natl 
Acad Sci USA 107:22196-22201. 
Minna Piipponen 
 98
Sauerwald A, Sandin S, Cristofari G, Scheres SH, 
Lingner J, Rhodes D (2013) Structure of active 
dimeric human telomerase. Nat Struct Mol Biol 
20:454-460. 
Sawaya AP, Pastar I, Stojadinovic O, Lazovic S, Davis 
SC, Gil J, Kirsner RS, Tomic-Canic M (2018) 
Topical mevastatin promotes wound healing by 
inhibiting the transcription factor c-Myc via 
the glucocorticoid receptor and the long non-
coding RNA Gas5. J Biol Chem 293:1439-1449. 
Schindler EM, Hindes A, Gribben EL, Burns CJ, Yin 
Y, Lin MH, Owen RJ, Longmore GD, Kissling 
GE, Arthur JS, Efimova T (2009) p38delta 
Mitogen-activated protein kinase is essential 
for skin tumor development in mice. Cancer 
Res 69:4648-4655.  
Schlessinger J (2000) Cell signaling by receptor 
tyrosine kinases. Cell 103:211-225. 
Schmitt AM, Chang HY (2016) Long Noncoding 
RNAs in Cancer Pathways. Cancer Cell 29:452-
463.  
Schmitt AM, Garcia JT, Hung T, Flynn RA, Shen Y, 
Qu K, Payumo AY, Peres-da-Silva A, Broz DK, 
Baum R, Guo S, Chen JK, Attardi LD, Chang 
HY (2016) An inducible long noncoding RNA 
amplifies DNA damage signaling. Nat Genet 
48:1370-1376. 
Schmults CD, Karia PS, Carter JB, Han J, Qureshi 
AA (2013) Factors predictive of recurrence and 
death from cutaneous squamous cell 
carcinoma: a 10-year, single-institution cohort 
study. JAMA Dermatol 149:541-547. 
Scott GA, Laughlin TS, Rothberg PG (2014) 
Mutations of the TERT promoter are common 
in basal cell carcinoma and squamous cell 
carcinoma. Mod Pathol 27:516-523. 
Sebastian M, Papachristofilou A, Weiss C, Früh M, 
Cathomas R, Hilbe W, Wehler T, Rippin G, 
Koch SD, Scheel B, Fotin-Mleczek M, 
Heidenreich R, Kallen KJ, Gnad-Vogt U, 
Zippelius A (2014) Phase Ib study evaluating a 
self-adjuvanted mRNA cancer vaccine 
(RNActive®) combined with local radiation as 
consolidation and maintenance treatment for 
patients with stage IV non-small cell lung 
cancer. BMC Cancer 14:748. 
Seebode C, Lehmann J, Emmert S (2016) 
Photocarcinogenesis and Skin Cancer 
Prevention Strategies. Anticancer Res 36:1371-
1378. 
Seiwert SD, Stuart K (1994) RNA editing: transfer of 
genetic information from gRNA to precursor 
mRNA in vitro. Science 266:114-117. 
Sheng X, Li J, Yang L, Chen Z, Zhao Q, Tan L, Zhou 
Y, Li J (2014) Promoter hypermethylation 
influences the suppressive role of maternally 
expressed 3, a long non-coding RNA, in the 
development of epithelial ovarian cancer. 
Oncol Rep 32:277-285. 
Shi Y, Ye P, Long X (2017) Differential expression 
profiles of the transcriptome in breast cancer 
cell lines revealed by next generation 
sequencing. Cell Physiol Biochem 44:804-816.  
Shoshani O, Massalha H, Shani N, Kagan S, Ravid O, 
Madar S, Trakhtenbrot L, Leshkowitz D, 
Rechavi G, Zipori D (2012) Polyploidization of 
murine mesenchymal cells is associated with 
suppression of the long noncoding RNA H19 
and reduced tumorigenicity. Cancer Res 
72:6403-6413. 
Sigova AA, Mullen AC, Molinie B, Gupta S, Orlando 
DA, Guenther MG, Almada AE, Lin C, Sharp 
PA, Giallourakis CC, Young RA (2013) 
Divergent transcription of long noncoding 
RNA/mRNA gene pairs in embryonic stem 
cells. Proc Natl Acad Sci USA 110:2876-2881. 
Silva A, Bullock M, Calin G (2015) The Clinical 
Relevance of Long Non-Coding RNAs in 
Cancer. Cancers (Basel) 7:2169-2182.  
Skrypek N, Goossens S, De Smedt E, Vandamme N, 
Berx G (2017) Epithelial-to-mesenchymal 
transition: epigenetic reprogramming driving 
cellular plasticity. Trends Genet 33:943-959. 
Slaby O, Laga R, Sedlacek O (2017) Therapeutic 
targeting of non-coding RNAs in cancer. 
Biochem J 474:4219-4251. 
Slavoff SA, Mitchell AJ, Schwaid AG, Cabili MN, Ma 
J, Levin JZ, Karger AD, Budnik BA, Rinn JL, 
Saghatelian A (2013) Peptidomic discovery of 
short open reading frame-encoded peptides in 
human cells. Nat Chem Biol 9:59-64. 
Somers J, Pöyry T, Willis AE (2013) A perspective on 
mammalian upstream open reading frame 
function. Int J Biochem Cell Biol 45:1690-1700. 
Sonkoly E, Bata-Csorgo Z, Pivarcsi A, Polyanka H, 
Kenderessy-Szabo A, Molnar G, Szentpali K, 
Bari L, Megyeri K, Mandi Y, Dobozy A, 
Kemeny L, Szell M (2005) Identification and 
characterization of a novel, psoriasis 
susceptibility-related noncoding RNA gene, 
PRINS. J Biol Chem 280:24159-24167. 
South AP, Purdie KJ, Watt SA, Haldenby S, den 
Breems N, Dimon M, Arron ST, Kluk MJ, Aster 
JC, McHugh A, Xue DJ, Dayal JH, Robinson 
KS, Rizvi SH, Proby CM, Harwood CA, Leigh 
IM (2014) NOTCH1 mutations occur early 
during cutaneous squamous cell 
carcinogenesis. J Invest Dermatol 134:2630-
2638.   
Stein P, Rozhkov NV, Li F, Cárdenas FL, Davydenko 
O, Vandivier LE, Gregory BD, Hannon GJ, 
Schultz RM (2015) Essential Role for 
List of References 
 99 
endogenous siRNAs during meiosis in mouse 
oocytes. PLoS Genet 11:e1005013. 
Stokes A, Joutsa J, Ala-Aho R, Pitchers M, 
Pennington CJ, Martin C, Premachandra DJ, 
Okada Y, Peltonen J, Grénman R, James HA, 
Edwards DR, Kähäri VM (2010) Expression 
profiles and clinical correlations of degradome 
components in the tumor microenvironment 
of head and neck squamous cell carcinoma. 
Clin Cancer Res 16:2022-2235. 
Stroynowska-Czerwinska A, Fiszer A, Krzyzosiak 
WJ (2014) The panorama of miRNA-mediated 
mechanisms in mammalian cells. Cell Mol Life 
Sci 71:2253-2270. 
Su F, Viros A, Milagre C, Trunzer K, Bollag G, 
Spleiss O, Reis-Filho JS, Kong X, Koya RC, 
Flaherty KT, Chapman PB, Kim MJ, Hayward 
R, Martin M, Yang H, Wang Q, Hilton H, Hang 
JS, Noe J, Lambros M, Geyer F, Dhomen N, 
Niculescu-Duvaz I, Zambon A, Niculescu-
Duvaz D, Preece N, Robert L, Otte NJ, Mok S, 
Kee D, Ma Y, Zhang C, Habets G, Burton EA, 
Wong B, Nguyen H, Kockx M, Andries L, 
Lestini B, Nolop KB, Lee RJ, Joe AK, Troy JL, 
Gonzalez R, Hutson TE, Puzanov I, 
Chmielowski B, Springer CJ, McArthur GA, 
Sosman JA, Lo RS, Ribas A, Marais R (2012) 
RAS mutations in cutaneous squamous-cell 
carcinomas in patients treated with BRAF 
inhibitors. N Engl J Med 366:207-215.  
Sun BK, Boxer LD, Ransohoff JD, Siprashvili Z, Qu 
K, Lopez-Pajares V, Hollmig ST, Khavari PA 
(2015) CALML5 is a ZNF750- and TINCR-
induced protein that binds stratifin to regulate 
epidermal differentiation. Genes Dev 29:2225-
2230. 
Sun XJ, Wang Q, Guo B, Liu XY, Wang B (2017) 
Identification of skin-related lncRNAs as 
potential biomarkers that involved in Wnt 
pathways in keloids. Oncotarget 8:34236-
34244.  
Szegedi K, Göblös A, Bacsa S, Antal M, Németh IB, 
Bata-Csörgő Z, Kemény L, Dobozy A, Széll M 
(2012) Expression and functional studies on the 
noncoding RNA, PRINS. Int J Mol Sci 14:205-
225.  
Szegedi K, Sonkoly E, Nagy N, Németh IB, Bata-
Csörgo Z, Kemény L, Dobozy A, Széll M (2010) 
The anti-apoptotic protein G1P3 is 
overexpressed in psoriasis and regulated by the 
non-coding RNA, PRINS. Exp Dermatol 
19:269-278.  
Taft RJ, Pang KC, Mercer TR, Dinger M, Mattick JS 
(2010) Non-coding RNAs: regulators of 
disease. J Pathol 220:126-139. 
Taguchi M, Watanabe S, Yashima K, Murakami Y, 
Sekiya T, Ikeda S (1994) Aberrations of the 
tumor suppressor p53 gene and p53 protein in 
solar keratosis in human skin. J Invest 
Dermatol 103:500-503. 
Takahashi N, Okamoto A, Kobayashi R, Shirai M, 
Obata Y, Ogawa H, Sotomaru Y, Kono T (2009) 
Deletion of Gtl2, imprinted non-coding RNA, 
with its differentially methylated region 
induces lethal parent-origin-dependent defects 
in mice. Hum Mol Genet 18:1879-1888. 
Takahashi N, Yamaguchi E, Kawabata Y, Kono T 
(2015) Deleting maternal Gtl2 leads to growth 
enhancement and decreased expression of stem 
cell markers in teratoma. J Reprod Dev 61:7-12. 
Tan DSW, Chong FT, Leong HS, Toh SY, Lau DP, 
Kwang XL, Zhang X, Sundaram GM, Tan GS, 
Chang MM, Chua BT, Lim WT, Tan EH, Ang 
MK, Lim TKH, Sampath P, Chowbay B, 
Skanderup AJ, DasGupta R, Iyer NG (2017) 
Long noncoding RNA EGFR-AS1 mediates 
epidermal growth factor receptor addiction and 
modulates treatment response in squamous cell 
carcinoma. Nat Med 23:1167-1175.  
Tanis SEJ, Köksal ES, van Buggenum JAGL, Mulder 
KW (2019) BLNCR is a long non-coding RNA 
adjacent to integrin beta-1 that is rapidly lost 
during epidermal progenitor cell 
differentiation. Sci Rep 9:31. 
Tao SC, Rui BY, Wang QY, Zhou D, Zhang Y, Guo 
SC (2018) Extracellular vesicle-mimetic 
nanovesicles transport LncRNA-H19 as 
competing endogenous RNA for the treatment 
of diabetic wounds. Drug Deliv 25:241-255.  
Thomson DW, Dinger ME (2016) Endogenous 
microRNA sponges: evidence and controversy. 
Nat Rev Genet 17:272-283. 
Tian Z, Wen S, Zhang Y, Shi X, Zhu Y, Xu Y, Lv H, 
Wang G (2017) Identification of dysregulated 
long non-coding RNAs/microRNAs/mRNAs 
in TNM I stage lung adenocarcinoma. 
Oncotarget 8:51703-51718.  
Toll A, Margalef P, Masferrer E, Ferrándiz-Pulido C, 
Gimeno J, Pujol RM, Bigas A, Espinosa L 
(2015) Active nuclear IKK correlates with 
metastatic risk in cutaneous squamous cell 
carcinoma. Arch Dermatol Res 307:721-729.  
Toll A, Masferrer E, Hernández-Ruiz ME, 
Ferrandiz-Pulido C, Yébenes M, Jaka A, Tuneu 
A, Jucglà A, Gimeno J, Baró T, Casado B, 
Gandarillas A, Costa I, Mojal S, Peña R, de 
Herreros AG, García-Patos V, Pujol RM, 
Hernández-Muñoz I (2013) Epithelial to 
mesenchymal transition markers are associated 
with an increased metastatic risk in primary 
cutaneous squamous cell carcinomas but are 
Minna Piipponen 
 100
attenuated in lymph node metastases. J 
Dermatol Sci 72:93-102. 
Toll A, Salgado R, Yébenes M, Martín-Ezquerra G, 
Gilaberte M, Baró T, Solé F, Alameda F, Espinet 
B, Pujol RM (2009) MYC gene numerical 
aberrations in actinic keratosis and cutaneous 
squamous cell carcinoma. Br J Dermatol 
161:1112-1118.  
Tripathi V, Shen Z, Chakraborty A, Giri S, Freier 
SM, Wu X, Zhang Y, Gorospe M, Prasanth SG, 
Lal A, Prasanth KV (2013) Long noncoding 
RNA MALAT1 controls cell cycle progression 
by regulating the expression of oncogenic 
transcription factor B-MYB. PLoS Genet 
e1003368. 
Tripathi V, Ellis JD, Shen Z, Song DY, Pan Q, Watt 
AT, Freier SM, Bennett CF, Sharma A, Bubulya 
PA, Blencowe BJ, Prasanth SG, Prasanth KV 
(2010) The nuclear-retained noncoding RNA 
MALAT1 regulates alternative splicing by 
modulating SR splicing factor phosphorylation. 
Mol Cell 39:925-938. 
Tsai MC, Manor O, Wan Y, Mosammaparast N, 
Wang JK, Lan F, Shi Y, Segal E, Chang HY 
(2010) Long noncoding RNA as modular 
scaffold of histone modification complexes. 
Science 329:689-693. 
Tsareva SA, Moriggl R, Corvinus FM, Wiederanders 
B, Schütz A, Kovacic B, Friedrich K (2007) 
Signal transducer and activator of transcription 
3 activation promotes invasive growth of colon 
carcinomas through matrix metalloproteinase 
induction. Neoplasia 9:279-291. 
Tsoi LC, Iyer MK, Stuart PE, Swindell WR, 
Gudjonsson JE, Tejasvi T, Sarkar MK, Li B, 
Ding J, Voorhees JJ, Kang HM, Nair RP, 
Chinnaiyan AM, Abecasis GR, Elder JT (2015) 
Analysis of long non-coding RNAs highlights 
tissue-specific expression patterns and 
epigenetic profiles in normal and psoriatic skin. 
Genome Biol 16:24.  
Tu L, Huang Q, Fu S, Liu D (2018) Aberrantly 
expressed long noncoding RNAs in 
hypertrophic scar fibroblasts in vitro: A 
microarray study. Int J Mol Med 41:1917-1930. 
Turner M, Galloway A, Vigorito E (2014) 
Noncoding RNA and its associated proteins as 
regulatory elements of the immune system. Nat 
Immunol 15:484-491. 
Umezono Y, Sato Y, Noto M, Yamada K, Noguchi 
N, Hasunuma N, Osada SI, Manabe M (2019) 
Incidence rate of cutaneous squamous cell 
carcinoma is rapidly increasing in Akita 
Prefecture: Urgent alert for super-aged society. 
J Dermatol 46:259-262.  
Umu SU, Langseth H, Bucher-Johannessen C, 
Fromm B, Keller A, Meese E, Lauritzen M, 
Leithaug M, Lyle R, Rounge TB (2018) A 
comprehensive profile of circulating RNAs in 
human serum. RNA Biol 15:242-250. 
Uribe P, Gonzalez S (2011) Epidermal growth factor 
receptor (EGFR) and squamous cell carcinoma 
of the skin: molecular bases for EGFR-targeted 
therapy. Pathol Res Pract 207:337-342.  
Valejo Coelho MM, Matos TR, Apetato M (2016) 
The dark side of the light: mechanisms of 
photocarcinogenesis. Clin Dermatol 34:563-
570. 
van Zon A, Mossink MH, Scheper RJ, Sonneveld P, 
Wiemer EA (2003) The vault complex. Cell Mol 
Life Sci 60:1828-1837. 
Vandiver AR, Irizarry RA, Hansen KD, Garza LA, 
Runarsson A, Li X, Chien AL, Wang TS, Leung 
SG, Kang S, Feinberg AP (2015) Age and sun 
exposure-related widespread genomic blocks of 
hypomethylation in nonmalignant skin. 
Genome Biol 16:80. 
Venables ZC, Nijsten T, Wong KF, Autier P, Broggio 
J, Deas A, Harwood C, Hollestein LM, Langan 
SM, Morgan E, Proby C, Rashbass J, Leigh IM 
(2019) Epidemiology of basal and cutaneous 
squamous cell carcinoma in the United 
Kingdom 2013-2015: a cohort study. Br J 
Dermatol [Epub ahead of print] 
Verkouteren JAC, Ramdas KHR, Wakkee M, Nijsten 
T (2017) Epidemiology of basal cell carcinoma: 
scholarly review. Br J Dermatol 177:359-372.  
Vukelic S, Stojadinovic O, Pastar I, Rabach M, 
Krzyzanowska A, Lebrun E, Davis SC, Resnik S, 
Brem H, Tomic-Canic M (2011) Cortisol 
synthesis in epidermis is induced by IL-1 and 
tissue injury. J Biol Chem 286:10265-10275.  
Wan DC, Wang KC (2014) Long noncoding RNA: 
significance and potential in skin biology. Cold 
Spring Harb Perspect Med 4. pii: a015404.  
Wang E, Goldberg AR (1976) Changes in 
microfilament organization and surface 
topogrophy upon transformation of chick 
embryo fibroblasts with Rous sarcoma virus. 
Proc Natl Acad Sci USA 73:4065-4069. 
Wang F, Chen JG, Wang LL, Yan ZZ, Chen SP, 
Wang XG (2017) Up-regulation of LINC00346 
inhibits proliferation of non-small cell lung 
cancer cells through mediating JAK-STAT3 
signaling pathway. Eur Rev Med Pharmacol Sci 
21:5135-5142.  
Wang HW, Noland C, Siridechadilok B, Taylor DW, 
Ma E, Felderer K, Doudna JA, Nogales E (2009) 
Structural insights into RNA processing by the 
human RISC-loading complex. Nat Struct Mol 
Biol 16:1148-1153.  
List of References 
 101 
Wang KC, Chang HY (2011) Molecular mechanisms 
of long noncoding RNAs. Mol Cell 43:904-914.  
Wang NJ, Sanborn Z, Arnett KL, Bayston LJ, Liao W, 
Proby CM, Leigh IM, Collisson EA, Gordon 
PB, Jakkula L, Pennypacker S, Zou Y, Sharma 
M, North JP, Vemula SS, Mauro TM, Neuhaus 
IM, Leboit PE, Hur JS, Park K, Huh N, Kwok 
PY, Arron ST, Massion PP, Bale AE, Haussler 
D, Cleaver JE, Gray JW, Spellman PT, South 
AP, Aster JC, Blacklow SC, Cho RJ (2011) Loss-
of-function mutations in Notch receptors in 
cutaneous and lung squamous cell carcinoma. 
Proc Natl Acad Sci USA 108:17761-17766. 
Wang Y, Feigon J (2017) Structural biology of 
telomerase and its interaction at telomeres. 
Curr Opin Struct Biol 47:77-87. 
Washietl S, Kellis M, Garber M (2014) Evolutionary 
dynamics and tissue specificity of human long 
noncoding RNAs in six mammals. Genome Res  
24:616-628. 
Walter P, Blobel G (1982) Signal recognition particle 
contains a 7S RNA essential for protein 
translocation across the endoplasmic 
reticulum. Nature 299:691-698. 
Wee P, Wang Z (2017) Epidermal growth factor 
receptor cell proliferation signaling pathways. 
Cancers (Basel) 9:E52. 
Wehner MR, Shive ML, Chren MM, Han J, Qureshi 
AA, Linos (2012) Indoor tanning and non-
melanoma skin cancer: systematic review and 
meta-analysis. BMJ 345:e5909. 
Wilusz JE (2016) Long noncoding RNAs: Re-writing 
dogmas of RNA processing and stability. 
Biochim Biophys Acta 1859:128-138.  
Wilusz JE, Freier SM, Spector DL (2008) 3' end 
processing of a long nuclear-retained 
noncoding RNA yields a tRNA-like 
cytoplasmic RNA. Cell 135:919-932. 
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